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Selective development of human T helper (Th) cells into functionally distinct Th1 and Th2 
subtypes plays an essential role in the host immune response towards pathogens. However, 
abnormal function or differentiation of these cells can lead to development of various 
autoimmune diseases as well as asthma and allergy. Therefore, identification of key factors 
and the molecular mechanisms mediating Th1 and Th2 cell differentiation is important for 
understanding the molecular mechanisms of these diseases. The goal of this study was to 
identify novel factors involved in the regulation of Th1 and Th2 differentiation processes. A 
new method was optimized for enrichment of transiently transfected resting human primary 
T lymphocytes, that allowed the study of the influence of genes of interest in human Th1/
Th2 cell differentiation and other primary Th cell functions. Functional characterization 
of PRELI, a novel activation-induced protein in human Th cells, identified it as a 
mitochondrial protein involved in the regulation of Th cell differentiation and apoptosis. By 
influencing the intracellular redox state, PRELI induces mitochondrial apoptosis pathway 
and downregulates STAT6 and Th2 differentiation. The data suggested that Calpain, an 
oxidative stress induced cysteine protease, is involved as a mediator in PRELI-induced 
downregulation of STAT6. PIM serine/threonine-specific kinases were identified as new 
regulators of human Th1 cell differentiation. PIM1 and PIM2 kinases were shown to be 
preferentially expressed in Th1 cells as compared to Th2 cells. RNA interference studies 
showed that PIM kinases enhance the production of IFNγ, the hallmark cytokine produced 
by Th1 cells. They also induce the expression of the key Th1-driving factor T-bet and the 
IL-12 signaling pathway during early phases of Th1 cell differentiation. Taken together, 
new regulators of human T helper cell differentiation were identified in this study, which 
provides new insights into the signaling mechanisms controlling the selective activation of 
human Th cell subsets. 
Keywords: T helper cell differentiation, cytokine, STAT6, mitochondrial apoptosis 
pathway, PIM kinase, siRNA
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Toiminnaltaan erilaiset T-auttajasolutyypit (Th1 ja Th2) ovat keskeisiä tekijöitä 
immuunivasteen muodostumisessa erilaisia taudinaiheuttajia vastaan. Häiriöt normaalissa 
Th-solujen vasteessa tai kehittymisessä voivat johtaa autoimmuunisairauksien tai 
astman ja allergisten tulehdussairauksien syntyyn. Uusien, Th-solujen kehittymistä 
säätelevien proteiinien identifiointi sekä säätelymekanismien selvittäminen auttavat 
ymmärtämään näiden sairauksien syntymekanismeja. Tämän väitöskirjatutkimuksen 
tavoitteena oli identifioida uusia Th1- ja Th2-solujen erilaistumiseen vaikuttavia tekijöitä. 
Väitöskirjatyössä kehitimme uuden tutkimusmenetelmän, joka perustuu ihmisen naivien 
Th-solujen transfektoimiseen sekä transfektoitujen solujen rikastamiseen.  Menetelmän 
avulla voidaan tutkia uusien kandidaattigeenien vaikutusta ihmisen primaari-Th-solujen 
erilaistumiseen ja toimintaan. Väitöskirjatutkimuksessa identifioitiin uusi, Th-solujen 
erilaistumiseen ja solukuolemaan vaikuttava proteiini, PRELI, joka sijaitsee solun 
mitokondrioissa. Säätelemällä reaktiivisten happiradikaalien tuottoa mitokondrioissa 
PRELI lisää solukuolemaa sekä estää Th2-solujen erilaistumista. Tutkimuksissa selvisi 
myös, että PRELI:n vaikutus Th2-erilaistumiseen mahdollisesti välittyy Calpain-
proteaasin ja transkriptiotekijä STAT6:n kautta. PIM-kinaasiperheen tutkimus osoitti, 
että PIM-kinaasit ilmenevät enemmän Th1- kuin Th2-soluissa sekä edistävät Th1-solujen 
erilaistumista. RNA-interferenssikokeet osoittivat, että PIM-kinaasit lisäävät Th1-soluille 
tyypillisen välittäjäaineen, interferoni gamman tuottoa Th1-soluissa. Ne lisäävät myös 
Th1-soluille erittäin tärkeän transkriptiotekijän, T-bet:in, määrää sekä interleukiini-12 
-soluviestintäreitin aktiivisuutta solujen varhaisessa erilaistumisvaiheessa. Tässä 
väitöskirjatutkimuksessa identifioitiin uusia T-auttajasolujen erilaistumiseen vaikuttavia 
tekijöitä. Tulokset auttavat ymmärtämään ihmisen T-auttajasolujen kehittymiseen 
johtavia mekanismeja. 
Avainsanat: T-auttajasolujen erilaistuminen, välittäjäaine, STAT6, mitokondriaalinen 
apoptoositie, PIM kinaasi, siRNA
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The immune system has developed to protect the host against various types of pathogens. 
Several types of cells have specialized functions and co-operate either non-specifically 
(innate immunity) or specifically (adaptive immunity) to eliminate different pathogens 
such as bacteria, viruses and parasites. T helper (Th) cells are central part of the adaptive 
immune response. They are activated in the lymph nodes by antigen presenting cells. 
In response to antigen encounter and the surrounding cytokine milieu, naive Th cells 
differentiate into different subsets including Th1, Th2, Th17 and regulatory T (Treg) 
cells. Th1 and Th2 subtypes were discovered more than 20 years ago and they form 
the classical paradigm of Th cell differentiation. Th1 cells mainly protect the host from 
intracellular pathogens promoting cell-mediated immune responses, whereas Th2 cells 
are important mediators of humoral immune response protecting host against extracellular 
pathogens. The most potent stimuli influencing the differentiation process are the 
cytokines. In the presence of interleukin 12 (IL-12), naive T cells develop into Th1 cells. 
Conversely, IL-4 triggers the development of Th2 type cells. Signal transducers and 
activators of transcription (STAT) proteins are class of transcription factors responsible 
for mediating the cytokine-induced responses. STAT4 and STAT6 are important in 
transducing the intracellular signaling induced by IL-12 and IL-4, respectively. Several 
other transcription factors, such as T-box expressed in T cells (T-bet) and GATA binding 
protein 3 (GATA3) have been shown to be critical factors driving Th1 and Th2 cell 
polarization, respectively. 
In addition to cytokines, the strength of the T cell receptor (TCR) stimulus has been 
shown to influence the direction of the Th1/Th2 polarization. A strong TCR activation 
tends to enhance Th1 differentiation, whereas weak TCR signals favor Th2 polarization. 
It is also well established that Th1 and Th2 cells differ in terms of their susceptibility 
to apoptosis, with Th2 cells being more resistant to apoptotic cell death than are Th1 
cells. IL-4 has been shown to protect the cells from apoptosis by regulating proteins 
mediating the mitochondrial apoptosis pathway and by maintaining the mitochondrial 
membrane potential. The signaling networks and exact mechanisms regulating Th1/
Th2 cell production are not fully defined. Identification of key factors mediating the 
differentiation of naive CD4+ T helper cells into Th1 and Th2 subsets is important for 
understanding the molecular mechanisms of the development of autoimmune diseases 
as well as asthma and allergy. 
Most of the previous studies on Th1/Th2 differentiation have been performed using 
gene-targeted mouse models or murine cells. It is also important to be able to study these 
questions in human cells. However, the functional importance of selected genes in the 
initiation of human Th cell differentiation has been hard to study due to the difficulty 
in transfecting primary resting human T lymphocytes. One objective of this thesis was 
to develop a method for studying the influence of gene overexpression or knockdown 
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on Th1/Th2 cell differentiation process and other primary human T cell functions. The 
second aim was to characterize the function of PRELI, a novel TCR activation-induced 
protein in human CD4+ cells, and investigate its role in Th1/Th2 differentiation process. 
Thirdly, the role of serine/threonine-specific PIM kinases in regulation of human T helper 
cell differentiation was investigated.
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2 REVIEW OF THE LITERATURE
2.1 T HELPER CELLS IN THE IMMUNE SYSTEM
CD4+ Th cells play a central role in the development of immune responses against 
pathogens. Proper function and development of different Th cell subsets play an essential 
role in a balanced immune response. However, dysregulated or abnormal function or 
differentiation of these cells often leads to development of inflammatory and autoimmune 
diseases. Several subsets of CD4+ Th cells have been characterized to date. The different 
lineages originate from a common naive precursor cell and they are classified based on 
their cytokine production profiles (Figure 1). These different Th cell populations are 
either specialized to promote or suppress immune responses. 
Th1 type cells are defined as producers of pro-inflammatory cytokines including 
interferon gamma (IFN-γ), lymphotoxin, IL-2, tumor necrosis factor alpha (TNF-α) 
and TNF-β (Figure 1). Th1 cells promote cell-mediated immune responses protecting 
host from intracellular pathogens as well as provide help in tumour rejection (Micallef 
et al., 1997). Aberrant Th1 response can cause tissue damage or contribute to several 
inflammatory and autoimmune diseases such as multiple sclerosis, rheumatoid arthritis, 
type 1 diabetes, inflammatory bowel disease and graft-versus-host disease. Th2 cells 
produce IL-4, IL-5, IL-9, IL-10 and IL-13 (Figure 1). They are important mediators 
of humoral immune response inducing immunoglobulin E (IgE) production as well as 
proliferation of eosinophils. Th2 cells protect host against extracellular pathogens and 
they are important in mucosal immune responses in the lung. Extensive Th2 response 
plays a crucial role in the development of asthma and allergic diseases. (Reviewed in 
Glimcher and Murphy, 2000; Mosmann and Sad, 1996; Romagnani, 1996; Wan and 
Flavell, 2009)
Characterization of a more recently identified lineage of Th cells, Th17 cells, has 
been both a very active and controversial area of investigation. Th17 cells produce 
IL-17, IL-21, IL-22 and TNF-α (Figure 1). The differentiation process of Th17 cells 
appears to be different in the human and mouse system. In mouse, the developmental 
programs of Th17 and Treg cells are reciprocally interconnected. In humans, Th17 cells 
are suggested to be developmentally related to Th1 cells. They have also been shown to 
exhibit plasticity by being able to shift to Th1 type cells. Transcription factor retinoid-
related orphan receptor gamma t (RORγt) is considered to be the master regulator driving 
Th17 polarization. Th17 cells are required for the protection against specific extracellular 
pathogens and fungal species. Like Th1 cells, Th17 cells have been associated with 
several autoimmune diseases, but the respective roles of these two subsets behind these 
diseases remain unclear. Furthermore, Th17 cells have been suggested to be involved in 
allergic responses. (Reviewed in Annunziato et al., 2007; Annunziato and Romagnani, 
2009; Korn et al., 2009; Romagnani, 2008; Wan and Flavell, 2009)
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Follicular Th cells (Tfh) and a newly described subset, Th9 cells (Figure 1), are 
also involved in promoting immune responses, yet relatively little is known about their 
contribution to pathogen clearance and inflammatory diseases. Tfh cells are enriched 
in B cell follicles and germinal centers. They secrete IL-21, a cytokine promoting B 
cell differentiation, and have been shown to be effective inducers of B-cell humoral 
responses. Differentiation of Tfh cells from naive CD4+ cells is induced by cytokines 
IL-6 and IL-21 and driven by transcription factor B-cell lymphoma 6 (BCL-6) (Bryant 
et al., 2007; Linterman and Vinuesa, 2010; Nurieva et al., 2008; Suto et al., 2008; 
Vinuesa et al., 2005; Yu et al., 2009). Th9 cells produce large amounts of IL-9 and IL-10 
and have been shown to be involved in Th2-type responses. These cells can be derived 
from Th2 cells in the presence of TGF-β, or they can be produced directly from naive 
T helper precursor (Thp) cells in the presence of IL-4 and TGF-β. Whether there is a 
Th9 cell-specific transcription factor driving the polarization of this subset, remains to 
be determined. (Dardalhon et al., 2008; Soroosh and Doherty, 2009; Veldhoen et al., 
2008) 
Treg cells, including naturally occurring Treg cells (nTreg) and induced Treg cells 
(iTreg), are specialized to suppress immune functions (reviewed in Curotto de Lafaille 
and Lafaille, 2009; Josefowicz and Rudensky, 2009; Roncarolo et al., 2001; Stassen et 
al., 2004). iTreg cells, including Tr1 and Th3-type cells, mediate immunosuppressive 
functions through secretion of large amounts IL-10 and TGF-β. iTreg cells differentiate 
from naive Thp cells by TGF-β and IL-2, and their function is dependent on the 
transcription factor forkhead box P3 (FOXP3) (Figure 1). Unlike the other Tregs, nTregs 
are developed in thymus and do not actively secrete large amounts of cytokines. The 
common task of different Treg populations is to maintain self-tolerance and immune 
homeostasis, although their individual contributions have not yet been fully determined. 
Interestingly, Tregs have also been implicated in promoting immune response by 
recruiting natural killer (NK) cells, dendritic cells and T cells to the site of inflammation 
(Lund et al., 2008).
Thus, a proper regulation of the differentiation and function of these different subsets 
of Th cells is essential for a balanced immune response against pathogens. The known 
mechanisms and molecular networks leading to the differentiation of Th1 and Th2 
subsets, the two lineages studied in this thesis, are reviewed.
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Figure 1. Differentiation of T helper cell subsets. In response to antigen encounter, naive CD4+ 
cells can differentiate into Th1, Th2, Th17, iTreg, Tfh or Th9 cells. The surrounding cytokine 
milieu strongly influences the direction of this differentiation process. IL-12 and IFNγ produced 
by antigen-presenting cells promote Th1 cell differentiation. IL-4 induces Th2 cell polarization. 
TGF-β together with IL-6, IL-1β and IL-23 promotes Th17 cell polarization, whereas TGF-β, 
IL-2 and IL-10 induce iTreg development. Tfh and Th9 cells are differentiated from naive Th 
precursor (Thp) cells in response to IL-21 and IL-6 or TGF-β and IL-4, respectively. Shown are 
the main transcription factors driving the polarization of these different cell subsets and the main 
effector cytokines and functions for these cells. 
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2.2 REGULATION OF TH1 AND TH2 CELL DIFFERENTIATION
2.2.1 T cell receptor stimulus and co-stimulatory signals
2.2.1.1 Strength of the TCR stimulus and calcium signaling
Differentiation of naive CD4+ T cells from a common precursor cell into distinctive Th1 
and Th2 cell subsets is mediated by a complex interplay between the cytokine environment 
and receptor-ligand interactions between a naive T cell and an antigen presenting cell 
(APC). The interaction between a TCR and major histocompatibility complex II (MHC 
II) on the surface of an APC is necessary for activation of CD4+ T cells. In addition, the 
strength of this TCR stimulus, defined as an affinity between TCR and peptide-bound 
MHC II, influences the direction of Th cell polarization. A strong TCR stimulus usually 
promotes Th1 differentiation, whereas weak signals favor Th2 polarization (Constant 
et al., 1995; Leitenberg and Bottomly, 1999). The intensity of TCR-induced calcium 
signaling influences the direction of Th cell polarization. Stimulation of calcium signaling 
or inhibition of protein kinase C (PKC) favors Th1 differentiation, whereas inhibition of 
Calcineurin or stimulation of PKC results in Th2 polarization (Noble et al., 2000). CD4+ 
cells have been shown to lose the calcium signaling pathway while polarizing towards 
Th2 direction (Sloan-Lancaster et al., 1997). 
Calcium signaling is an important regulator of nuclear factor of activated T cells 
(NFAT) family of transcription factors. Three of the NFAT proteins that are expressed 
in T cells are regulated by calcium: NFAT1 (also known as NFATp, NFATc2), NFAT2 
(NFATc, NFATc1) and NFAT4 (NFATx, NFATc3). Increased intracellular Ca2+ levels 
activate a protein phosphatase, Calcineurin, leading to dephosphorylation of NFAT, 
allowing it to enter the nucleus and activate transcription. NFAT proteins are implicated 
in the regulation of Th1 and Th2 differentiation. NFAT1 has been considered to induce 
Th1 differentiation and act as negative regulator of Th2 differentiation. It has been shown 
that, NFAT1 deficient mice show a bias towards Th2 differentiation and decreased IFNγ 
production (Hodge et al., 1996; Kiani et al., 2001). Mice lacking both NFAT1 and NFAT4 
showed extensive overproduction of Th2 cytokines (Ranger et al., 1998b). In contrast, 
NFAT2 deficient mice show defect in IL-4 production, indicating that NFAT2 acts as an 
inducer of Th2 polarization (Ranger et al., 1998a; Yoshida et al., 1998). Furthermore, 
it has been shown that NFAT1 is able to induce transcription of both IL-4 and IFNγ. 
It could bind to IL-4 promoter only in polarized Th2 cells and IFNγ promoter in Th1 
cells (Agarwal et al., 2000). Thus the role of NFATs in the regulation of Th1 vs. Th2 
differentiation is complex and the role of specific NFAT on Th1/Th2 polarization depends 
on the cell-type as well as other regulatory factors present.
NFAT regulates transcription synergistically or in direct interaction with other 
transcription factors such as activator protein 1 (AP1), c-Maf, interferon regulatory 
factor 4 (IRF4), early growth response protein 1 (EGR1) and GATA3. NFAT co-operates 
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with STAT proteins at IFNγ and IL-4 cytokine regulatory regions to induce changes in 
DNase I hypersensitivity and histone modification in these sites. In addition to regulating 
the cytokine locus, NFAT proteins may be required to induce Th1 or Th2-specific 
transcription factors. It has been suggested that, together with STAT molecules, NFATs 
induce the expression of Th1 and Th2 specific transcription factors T-bet and GATA3. 
(Agarwal and Rao, 1998; Ansel et al., 2003; Hogan et al., 2003; Savignac et al., 2007; 
Scheinman and Avni, 2009)
NFAT proteins also mediate the effect of the strength of the TCR stimulus on Th cell 
differentiation. A weak TCR signal has been shown to induce nuclear localization and 
DNA binding of NFAT2, a known inducer of IL-4 expression and thereby promote Th2 cell 
differentiation. Instead, a strong stimulus increased the level of NFAT1, which is known to 
positively regulate IFNγ production and inhibit Th2 polarization (Brogdon et al., 2002). 
2.2.1.2 Tec kinases
Tec family of non-receptor tyrosine kinases is another family of proteins induced by TCR 
stimulation that have been shown to influence Th1/Th2 differentiation processes. They 
are activated by Src kinases after TCR ligation and are required for a sustained calcium 
flux in cells (Readinger et al., 2009). IL-2-inducible T-cell kinase (ITK), a member of 
this family, is induced during Th2 cell differentiation and in peripheral blood T cells 
of patients with atopic dermatitis (Matsumoto et al., 2002; Miller et al., 2004). It is 
required for nuclear localization of NFATc and development of IL-4 producing Th2 cells 
(Fowell et al., 1999) Specifically, ITK has been shown to be required for Th2 cytokine 
production upon restimulation, and not for regulation of the Th2 differentiation process 
itself (Au-Yeung et al., 2006). However, in another study, ITK was proposed to induce 
Th2 differentiation after weak TCR stimulation by suppressing the expression of T-bet 
(Miller et al., 2004). TXK (Rlk in mouse), another member of Tec kinase family, is a Th1 
cell-specific transcription factor. It has been shown to induce transcription of IFNγ (Takeba 
et al., 2002). Sequences similar to the TXK-responsive element in the IFNγ enhancer 
region, are present in several other Th1-associated genes, supporting the significance 
of TXK for Th1 cell differentiation (Takeba et al., 2002). Despite these findings, the 
exact mechanism by which ITK and TXK regulate Th1 and Th2 differentiation remains 
disputed. It has been shown that TXK can partially compensate for the deficiency of 
ITK, suggesting that instead of the specific functions of these kinases, their expression 
patterns determine their effect on Th cell differentiation (Readinger et al., 2009; Sahu et 
al., 2008). In addition, a Rlk/ITK-binding protein, RIBP, has been shown to influence the 
IFNγ production in activated T cells (Rajagopal et al., 1999).
2.2.1.3 MAPK pathways
TCR stimulation leads to the activation of components of the mitogen activated protein 
kinase (MAPK) signaling cascade. The key factors of this pathway, extracellular signal-
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regulated kinase (ERK), c-Jun N-terminal kinase (JNK) and p38, are constitutively 
expressed in T cells. They become activated upon phosphorylation by upstream kinases 
and have been reported to be involved in Th1 and Th2 differentiation (Figure 2 and 3; 
Table 1). JNK1 deficient mice show a bias towards Th2 type response, possibly through 
increased levels of nuclear NFAT2, without effect on IFNγ production (Chow et al., 
2000; Dong et al., 1998). Instead, JNK2 is selectively activated in Th1 cells following 
TCR activation and is involved in the induction of IFNγ and interleukin-12 receptor beta 
2 subunit (IL-12Rβ2) during early stages of Th1 differentiation (Yang et al., 1998).
In mouse, p38 MAP kinase has been shown to regulate IFNγ production. Inhibition 
of p38 by specific inhibitors or with a dominant negative form of p38 resulted in reduced 
IFNγ production in Th1 cells without affecting IL-4 secretion by Th2 cells. Activation 
of the p38 pathway by a constitutively active form of MKK6, a MAP kinase upstream 
of p38, increased IFNγ levels during Th1 differentiation (Rincon et al., 1998). In human, 
p38 has also been shown to promote the expression of Th2 cytokines (Dodeller et al., 
2005; Mori et al., 1999) and stimulate IL-4-induced, STAT6-mediated transcription 
(Pesu et al., 2002). Also the ERK pathway has been shown to positively regulate STAT6 
activity and IL-4 expression, as well as play a role in the stabilization of GATA3 protein 
(Shinnakasu et al., 2008; So et al., 2007; Yamashita et al., 2005).
The growth arrest and DNA-damage inducible 45 (GADD45) family of proteins are 
mediators of stress-induced signaling events. GADD45γ is preferentially expressed in 
Th1 cells. It induces activation of JNK and p38 MAPK pathways upon TCR stimulation 
thereby leading to increased IFNγ production by effector Th1 cells (Lu et al., 2001). 
In addition, GADD45β, which is induced by Th1-driving cytokines IL-12 and IL-18, 
promotes cytokine-induced IFNγ production (Yang et al., 2001). Furthermore, Ras-related 
C3 botulinum toxin substrate 2 (Rac2), an activator of nuclear factor kappa light chain 
enhancer in B cells (NF-κB), JNK and p38 pathways, has been shown to be selectively 
expressed in Th1 cells and promote IFNγ production, providing an additional mechanism 
by which these MAPK pathways are selectively activated in Th1 cells (Li et al., 2000). 
Two of the main signaling pathways induced upon T cell activation, the calcium/
Calcineurin pathway and the MAPK pathway are interconnected by the cooperation 
between NFAT proteins and AP1. AP1 is formed by Fos-Jun heterodimers or Jun-Jun 
homodimers, which are proteins induced by the MAPK pathway. The nature of AP1 is 
important for the induction of IFNγ and IL-4 expression (Cippitelli et al., 1995; Penix et 
al., 1996; Rooney et al., 1995). JunB, which is selectively induced in Th2 cells, induces 
IL-4 production in synergy with c-Maf (Li et al., 1999). 
2.2.1.4 Co-stimulatory signals
In addition to TCR signal, effective T cell activation requires a second signal, mediated by 
an array of cell-surface co-stimulatory molecules on APCs engaging their corresponding 
receptors on T cells. Both positive and negative co-stimulatory signals determine and fine-
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tune the outcome of the TCR-engagement. Some of the co-stimulatory signals are coupled 
to calcium signaling and NFAT activation, whereas others are linked to activation of AP1 
and NF-κB, or influence both pathways to varying extents (Macian, 2005). Different co-
stimulatory signals have been implicated in the regulation of Th1 vs. Th2 differentiation 
(Figure 2 and 3; Table 1). Signaling through the best characterized and most important 
co-stimulatory pathway in T cells, CD28/B7, has been shown to be more essential for 
Th2 than Th1 cell differentiation and critical for Th2-mediated inflammation (Corry et 
al., 1994; Kallinich et al., 2005; Lenschow et al., 1996). Inducible T cell co-stimulator 
(ICOS), which is structurally and functionally closely related to CD28 receptor, has 
also been shown to promote Th2 differentiation and IL-4 production (McAdam et al., 
2000; Nurieva et al., 2003). CD28 and ICOS have been shown to have complementary, 
non-overlapping roles in the development of Th2-type response in vivo (Shilling et al., 
2009). The strength of TCR stimulus influences the co-stimulation needed for Th1 and 
Th2 cell polarization. It has been shown that CD28 ligation induces IL-4 production only 
after a weak TCR stimulus (Tao et al., 1997). 
The OX40 co-stimulatory molecule is mainly expressed on activated T cells. The 
OX40 / OX40 ligand (OX40L) pathway is important in triggering inflammatory Th2 
response induced by thymic stromal lymphopoietin (TSLP)-activated dendritic cells or 
Leishmania major infection. Furthermore, it is important for the maintenance of the Th2 
memory cell pool (Akiba et al., 2000; Ito et al., 2005; Wang and Liu, 2007). In addition, 
CD30/CD30L-mediated signaling promotes the polarization of Th2-type cells (Del Prete 
et al., 1995).
Lymphocyte function-associated antigen 1 (LFA1) / intercellular adhesion molecule 
(ICAM) interaction has been shown to suppress Th2 cell differentiation (Salomon and 
Bluestone, 1998). In addition, it favors Th1 cell differentiation under low cytokine 
conditions accompanied by a dose-dependent decrease in GATA-3 expression and an 
increase in T-bet expression (Smits et al., 2002). Also the CD27/CD70 co-stimulatory 
pathway promotes Th1 cell polarization by enhancing T-bet expression and subsequent 
induction of IL-12Rβ2. It also promotes survival of activated effector cells (van 
Oosterwijk et al., 2007).
The T cell immunoglobulin- and mucin-domain containing (TIM) family of cell-surface 
receptors regulate T cell activation, apoptosis and tolerance. They are involved in both 
Th1 and Th2-mediated immune responses and have been shown to regulate autoimmune 
and allergic diseases. TIM3 is specifically expressed in Th1 cells and it downregulates 
Th1 responses, whereas TIM1 is preferentially expressed in Th2 cells and is associated 
with Th2 responses (Khademi et al., 2004; Meyers et al., 2005; Rodriguez-Manzanet et 
al., 2009). TIM1 costimulates T cell activation and it has been suggested to act on Th2 
responses by activating ITK, the Th2-promoting Tec kinase (Binne et al., 2007). 
Notch signaling is an important regulator of Th cell differentiation, but its specific role 
has been controversial. Delta-like ligand on APC induces Th1 differentiation, possibly by 
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inducing Notch to promote the expression of T-bet. Alternatively, Notch may induce Th1-
specific genes through interaction with the NF-κB-family proteins p50 and p65. Delta-like 
ligands also inhibit Th2 polarization by suppressing IL-4 signaling. Expression of Jagged 
ligands by APCs induces Notch to directly transactivate GATA-3 and IL-4 expression and 
thereby induce Th2 differentiation. (Reviewed in Amsen et al., 2009) 
2.2.2 Th1-inducing cytokines and transcription factors
In addition to several TCR-induced signaling pathways and co-stimulatory signals, 
Th cell differentiation is regulated by specific cytokines (Table 1). The most potent 
cytokines driving the Th1 polarization are IFNγ and IL-12. In addition, IL-18 and IL-27 
promote Th1 cell development. By binding to their receptors, these cytokines activate 
and induce expression of Th1-driving transcription factors such as STAT1, STAT4, and 
T-bet, leading to expression of Th1-specific genes.
2.2.2.1 IFNγ and STAT1
IFNγ plays an essential role in regulating both innate and adaptive immune responses. 
Major sources for IFNγ are Th1, NK and CD8+ T cells. Naive T and B cells as well as 
macrophages and dendritic cells are also able to produce IFNγ. One important function 
of IFNγ is to activate macrophages to promote the elimination of intracellular pathogens 
(reviewed in Szabo et al., 2003).
IFNγ is the hallmark cytokine produced by Th1 cells. Many factors control the 
expression of IFNγ in differentiating Th1 cells (Figure 2). It is upregulated by the main 
signaling pathways induced upon T cell activation; the calcium/Calcineurin pathway 
and the MAPK and NF-κB pathways. Specifically, p38 MAP kinase as well as the 
transcription factors NFAT and NF-κB have been shown to induce transcription of IFNγ 
(Aronica et al., 1999; Corn et al., 2003; Kiani et al., 2001; Peng et al., 2001; Porter and 
Clipstone, 2002; Rincon et al., 1998; Sica et al., 1997). In addition, AP1, Jun- activating 
transcription factor 2 (ATF2) complex and ATF3 have been shown to play enhancing 
role in the IFNγ promoter and positively regulate IFNγ expression (Barbulescu et al., 
1997; Filen et al., 2010; Glimcher and Murphy, 2000; Samten et al., 2008; Zhang et al., 
1998). Whereas, nuclear factor Yin-Yang 1 (YY1), a ubiquitous DNA-binding protein 
has been shown to both activate and inhibit the activity of the IFNγ promoter (Soutto 
et al., 2002; Sweetser et al., 1998; Ye et al., 1996). The IRF family of transcription 
factors have also shown to regulate Th cell differentiation. IRF1 is induced by IL-12/
STAT4 signaling pathway (Coccia et al., 1999) and it has been shown to promote IFNγ 
production and Th1 cell polarization. However, IRF1 doesn't seem to directly regulate 
the IFNγ promoter (Lohoff et al., 1997). Instead, IRF1 and IRF2 have been shown to act 
as direct repressors of the IL-4 promoter (Elser et al., 2002). 
After being induced by factors related to TCR-stimulus, other factors, specifically T-bet 
and STAT4, further induce and maintain the expression of IFNγ during Th1 differentiation. 
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Table 1. Signaling pathways and molecules regulating Th1 and/or Th2 polarization
Signaling pathway/ 
molecule





CD28/B7 Th2↑ Corry et al., 1994; Lenschow et al., 1996
ICOS/B7h Th2↑ McAdam et al., 2000; Nurieva et al., 2003
OX40/OX40L Th2↑ Akiba et al., 2000; So et al., 2006; Wang and Liu, 2007
CD30/CD30L Th2↑ Del Prete et al., 1995
LFA1/ICAM Th1↑, Th2↓ Salomon and Bluestone, 1998; Smits et al., 2002
CD27/CD70 Th1↑ van Oosterwijk et al., 2007
Notch/Delta-like Th1↑, Th2↓ Amsen et al., 2009
Notch/Jagged Th2↑ Amsen et al., 2009
TIM1/TIM4 Th2↑ Binne et al., 2007; Meyers et al., 2005
TIM3 Th1↓ Meyers et al., 2005
TCR-activated 
kinases
ITK Th2↑ Au-Yeung et al., 2006; Fowell et al., 1999; Miller et al., 2004
TXK Th1↑ Takeba et al., 2002
ERK Th2↑ So et al., 2007; Yamashita et al., 2005
JNK1 Th2↓ Dong et al., 1998
JNK2 Th1↑ Yang et al., 1998
p38 Th1↑,  Th2↑ Dodeller et al., 2005; Mori et al., 1999; Rincon et al., 1998
Transcription 
factors
NFAT1 Th1↑, Th2↑/Th2↓ Agarwal et al., 2000; Hodge et al., 1996; Kiani et al., 2001
NFAT2 Th2↑ Ranger et al., 1998a; Yoshida et al., 1998
NFAT4 Th2↓ Ranger et al., 1998b
NF-κB Th1↑ Aronica et al., 1999; Corn et al., 2003
JunB Th2↑ Li et al., 1999
c-Maf Th2↑ Ho et al., 1996; Kim et al., 1999
Jun-ATF2 Th1↑ Samten et al., 2008; Zhang et al., 1998
ATF3 Th1↑ Filen et al., 2010
IRF1 Th1↑ Lohoff et al., 1997
IRF4 Th2↑ Lohoff et al., 2002; Rengarajan et al., 2002
T-bet Th1↑, Th2↓ Finotto et al., 2002; Szabo et al., 2000; Szabo et al., 2002
GATA3 Th1↓, Th2↑ Ferber et al., 1999; Ouyang et al., 1998; Zhang et al., 1999; Zheng and 
Flavell, 1997
EGR-1 Th2↑ Lohoff et al., 2010
RUNX1 Th2↓ Komine et al., 2003
RUNX3 Th1↑ Djuretic et al., 2007
HLX Th1↑ Mullen et al., 2002
BCL-6 Th2↓ Dent et al., 1997; Ye et al., 1997
TCF1 Th1↓, Th2↑ Yu et al., 2009
LEF-1 Th2↓ Hossain et al., 2008
Cytokines/cognate 
transcription factors
IFNγ/STAT1 Th1↑ Afkarian et al., 2002; Lighvani et al., 2001; Szabo et al., 1997
IL-12/STAT4 Th1↑, Th2↓ Kaplan et al., 1996b; Ouyang et al., 1998; Thierfelder et al., 1996
IL-18/NF-κB Th1↑ Micallef et al., 1996; Robinson et al., 1997; Takeda et al., 1998
IL-27/STAT1 Th1↑ Owaki et al., 2006; Pflanz et al., 2002; Takeda et al., 2003
IL-4/STAT6 Th1↓, Th2↑ Kaplan et al., 1996a; Kaplan et al., 1998; Kuperman et al., 1998; 
Tamachi et al., 2009
IL-2/STAT5 Th2↑ Cote-Sierra et al., 2004; Liao et al., 2008
TSLP Th2↑ Al-Shami et al., 2005; Ito et al., 2005; Liu, 2006; Soumelis et al., 2002)
Others
GADD45γ Th1↑ Lu et al., 2001
GADD45β Th1↑ Yang et al., 2001
RAC2 Th1↑ Li et al., 2000
RIBP Th1↑ Rajagopal et al., 1999
SOCS-1 Th2↓ Losman et al., 1999; Yu et al., 2004
GFI1 Th2↑ Shinnakasu et al., 2008; Zhu et al., 2002
FOG Th2↓ Kurata et al., 2002
ROG Th2↓ Hirahara et al., 2008
Mina Th2↓ Hemmers and Mowen, 2009; Okamoto et al., 2009
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GATA3, in turn has been shown to inhibit IFNγ expression. Although GATA3 has the 
capacity to bind the IFNγ promoter (Penix et al., 1993), it has been suggested that it 
suppresses IFNγ through downregulation of STAT4 signaling (Kaminuma et al., 2004; 
Ouyang et al., 1998; Usui et al., 2003). 
IFNγ promotes the differentiation of Th1 cells. After being upregulated by TCR 
activation, secreted IFNγ forms a positive autoregulatory loop to enhance Th1 
polarization. It binds to its receptor on the cell surface leading to receptor dimerization and 
association with the janus tyrosine kinases (JAK1 and JAK2). This leads to recruitment 
and phosphorylation of STAT1 (Figure 2). Upon activation STAT1 homodimerizes and 
translocates to the nucleus and activates the transcription of its target genes. STAT1 
is an important inducer of T-bet, the key transcription factor driving Th1 polarization 
(Afkarian et al., 2002; Lighvani et al., 2001). In addition, STAT1 is known to co-operate 
with Ets-1 to optimize the transcription of ICAM-1, a Th1-promoting cell surface co-
stimulatory molecule (Yockell-Lelievre et al., 2009). 
2.2.2.2 T-bet, RUNX and HLX
T-bet, also known as Tbx21, is regarded as the master regulator of Th1 cell differentiation. 
T-bet was originally cloned in a study aiming at identification of transcription factors 
responsible for the Th-subset specific expression of cytokines (Szabo et al., 2000). T-bet 
is upregulated in Th1 cells in response to TCR activation and Th1-driving signals. NFAT 
binding is suggested to play a role in the initiation of chromatin remodeling at the T-bet 
locus (Placek et al., 2009). Also Notch and NF-κB signaling have been proposed to 
induce the expression of T-bet (Corn et al., 2003; McCracken et al., 2007; Minter et al., 
2005). Moreover, an ubiquitous transcription factor, Sp1, has been shown to activate T-bet 
expression (Yu et al., 2007). IFNγ/STAT1 signaling plays the most important role to control 
the Th1 cell-specific expression of T-bet (Figure 2). Also the IL-12/STAT4 pathway has 
been reported to induce T-bet at the transcriptional level (Placek et al., 2009; Szabo et al., 
2000; Usui et al., 2006; Ylikoski et al., 2005), although this mechanism has been shown to 
take place in the late phase of Th1 cell differentiation (Schulz et al., 2009).
T-bet is an important inducer of IFNγ. Retrovirus-mediated expression of T-bet in Th2 
cells induced IFNγ production and shut down the expression of Th2 cytokines (Szabo et 
al., 2000). In addition, T-bet knockout mice had defects in IFNγ production and Th1 cell 
development and displayed increased Th2 responses and spontaneously develop asthma-
like diseases (Finotto et al., 2002; Szabo et al., 2002). T-bet induces IFNγ directly by 
binding to its regulatory elements and also by inducing chromatin remodeling of the 
IFNγ locus (Mullen et al., 2001; Szabo et al., 2000). In addition, another T-box family 
member, Eomesodermin, is upregulated in Th1 cells and has been proposed to be 
involved in regulation of IFNγ expression. IL-21 was shown to inhibit IFNγ production 
during Th1 differentiation through repression of Eomesodermin and this was not due to 
effects on IFNγ, STAT4, STAT1 or T-bet (Suto et al., 2006).
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The role of T-bet on the expression of IL-12Rβ2 has been disputed. T-bet has been 
reported to promote the function of the important Th1-driving IL-12/STAT4 signaling 
pathway by enhancing the expression of IL-12Rβ2. Retrovirus-mediated expression of 
T-bet induced the expression of IL-12Rβ2 in Th2 conditions independently of IFNγ/
STAT1 or IL-12/STAT4 pathways (Afkarian et al., 2002; Mullen et al., 2001). Whereas 
other studies have suggested that T-bet is not a significant inducer of IL-12Rβ2 
(Letimier et al., 2007; Usui et al., 2006). Letimier et al. (Letimier et al., 2007) reported 
that retrovirus-mediated expression of T-bet in human Th2 cells only slightly induced 
expression of IL-12Rβ2 and the enhancer and promoter of the human IL-12Rβ2 gene 
do not contain consensus binding sites for T-bet. Furthermore, neither genetic deletion 
nor the retroviral expression of T-bet influenced the expression of IL-12Rβ2 in polarized 
Th1 cells (Usui et al., 2006).
T-bet has been shown to regulate Th1 differentiation and IFNγ production in 
collaboration with two other transcription factors, runt-related transcription factor 3 
(RUNX3) and H2.0-like homeobox protein (HLX). These proteins belong to RUNX 
and homeodomain protein families, respectively, which often interact with other 
transcription factors to regulate transcription in a context-dependent manner. RUNX3 
and HLX are expressed specifically in Th1 cells. T-bet upregulates the expression of 
both of these proteins and interacts and cooperates with them to induce maximal IFNγ 
production (Djuretic et al., 2007; Mullen et al., 2002) (Figure 2). T-bet also acts together 
with RUNX3 to silence IL-4 promoter in Th1 cells (Djuretic et al., 2007). 
Negative regulation by factors driving the development of an opposite Th cell subset 
is an important mechanism influencing the outcome of the Th1/Th2 differentiation 
process. The ability of T-bet to suppress Th2 cell development has been proposed to be 
mediated by inhibiting both the function and the expression of GATA3 (Usui et al., 2006), 
a major regulator of Th2 cell polarization, suggesting that T-bet mediated induction of 
Th1 differentiation and repression of Th2 polarization are functionally separated events. 
Tyrosine phosphorylation of T-bet by the Tec family kinase, ITK, did not influence 
induction of IFNγ expression, whereas it induced T-bet to interact with GATA3 thereby 
inhibiting its binding to Th2 cytokine locus (Hwang et al., 2005). Furthermore, Tamachi 
et al. have shown that while Th2 cell differentiation is enhanced in T-bet-/- mice, it 
is diminished in STAT6-/-T-bet-/- mice to the level of STAT6-/- mice, suggesting that 
suppression of Th2 differentiation by T-bet is mediated through regulation of STAT6 
signaling (Tamachi et al., 2009).
2.2.2.3 IL-12 and STAT4
IL-12 is mainly produced by dendritic cells, monocytes and macrophages in response 
to infection. It enhances both innate and adaptive immunity by inducing proliferation of 
NK and T cells, IFNγ production by APCs, NK and B cells and by promoting Th1 type 
responses. (Chan et al., 1991; Frucht et al., 2001; Gately et al., 1998; Kobayashi et al., 
1989; Valiante et al., 1992; Yoshimoto et al., 1997) 
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IL-12 has been considered to be the main cytokine driving the Th1 cell differentiation. 
IL-12Rβ2, the signaling component of the IL-12 receptor, is not expressed in naive T 
cells. TCR stimulus induces recruitment of brahma-related gene 1 (BRG1), the ATPase 
subunit of the BAF chromatin remodeling complex, to the enhancer and promoter of 
the IL-12Rβ2 gene leading to increased histone acetylation and low-level transcription 
at the IL-12Rβ2 locus (Letimier et al., 2007). In addition, expression of IL-12Rβ2 has 
been suggested to be induced by T-bet (Afkarian et al., 2002; Mullen et al., 2001) and 
maintained by IFNγ (Chang et al., 1999; Szabo et al., 1997). Once the expression of 
IL-12Rβ2 is upregulated, IL-12, produced by APCs, is able to bind its receptor and 
subsequently activate STAT4 (Figure 2). STAT4 is considered to be more important 
for amplifying rather than initiating Th1 responses. The mechanism by which STAT4 
mediates its effects is uncertain. In addition to its direct effects on IFNγ expression, it 
may interact with general transcriptional co-activators, such as CREB binding protein 
(CBP) (Barbulescu et al., 1998; Mullen et al., 2001). STAT4 also enhances the expression 
of cytokine receptors and signaling molecules required for the induction of IFNγ, such 
as IL-12Rβ2 and IL-18R (Lawless et al., 2000; Letimier et al., 2007; Nishikomori et al., 
2002). STAT4 also induces the expression of HLX, the transcription factor that promotes 
Th1 polarization in co-operation with T-bet (Thieu et al., 2008). In addition to T-bet, 
STAT4 also represses Th2 differentiation. IL-12 and STAT4 signaling were shown to be 
required for full inhibition of GATA3 in developing Th1 cells (Ouyang et al., 1998). 
Thus, Th1 cell differentiation is regulated by an interrelated signaling network, with 
multiple factors positively regulating each other. However, the order of events that take 
place after the polarization is initiated and the relative roles of STAT4 and T-bet in Th1 
lineage commitment have been under debate. The main function of T-bet in the regulation 
of Th1 cell differentiation is still subject to discussion. Some studies have shown the 
importance of T-bet in promoting the expression of IL-12Rβ2 and IFNγ, while others 
have demonstrated that the main function of T-bet is to repress GATA3 thus preventing its 
downregulation of Th1 differentiation, rather than to induce chromatin remodeling of the 
IFNγ locus and transcription of IFNγ (Usui et al., 2006). Two distinct linear models have 
been proposed for the development of Th1 cells. In one model, IL-12 and STAT4 initially 
induce IFNγ leading to activation of STAT1, T-bet expression and further upregulation of 
IFNγ (Usui et al., 2003). In the other IFNγ and TCR signaling promote T-bet expression 
leading to IL-12Rβ2 expression and subsequent activation of STAT4 (Mullen et al., 2001). 
However, STAT4 has been shown to promote Th1 differentiation even in the absence of 
T-bet, in opposition of the latter model (Usui et al., 2006). In fact, several findings oppose 
the idea of these simple linear models behind the function of STAT4 and T-bet.
A more recent study by Thieu et al. proposes a parallel model, in which both IFNγ 
and IL-12 pathways are required for the complete activation of Th1 phenotype (Thieu 
et al., 2008). By studying a panel of Th1-associated genes in CD4+ T cells from wild-
type, STAT4-deficient or T-bet-deficient mice, they identified three subsets of genes 
that required either STAT4 or T-bet, or both factors for their expression. Exogenous 
IFNγ did not rescue STAT4-dependent gene expression. In addition, ectopic T-bet 
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expression could rescue expression of Th1-specific genes in T-bet−/− T cells, but not in 
T-bet/STAT4 double-deficient T cells. Both of these factors induced unique changes in 
chromatin modifications on common target genes, but they also had specific effects on 
their specific target genes. These results supported a model, in which both STAT4 and 
T-bet are required for complete Th1 polarization. 
2.2.2.4 IL-18 and IL-27
IL-18 is a pro-inflammatory cytokine produced by activated macrophages, monocytes 
and dendritic cells (Okamura et al., 1995; Stoll et al., 1998). It plays an important role 
both in innate immunity and enhancing specific Th1 responses. IL-18Rα, a receptor 
for IL-18, is induced by IL-12/STAT4 signaling and IFNγ at later stages of Th1 
differentiation (Sareneva et al., 2000; Yoshimoto et al., 1998). IL-18 has been shown to 
be a selective activator of IFNγ in Th1, but not in Th2, cells. However, it is not necessary 
for Th1 differentiation, but facilitates IL-12-induced Th1 differentiation by optimizing 
IFNγ production (Micallef et al., 1996; Robinson et al., 1997). IL-18 deficient mice 
show impaired IFNγ production in response to Propionibacterium acnes, and mice 
lacking both IL-18 and IL-12 had a more severe defect in IFNγ production than either 
strain alone (Takeda et al., 1998). IL-18-induced signaling is mediated by interleukin-1 
receptor-associated kinase (IRAK), leading to activation of NF-κB (Figure 2). IL-18 
has also been shown to activate AP1 via the JNK pathway (Barbulescu et al., 1998; 
Matsumoto et al., 1997; Robinson et al., 1997). 
IL-27 shares several characteristics with IL-12 and IL-18. It is produced by monocytes, 
activated macrophages and dendritic cells. It has been reported to regulate the activities 
of several cell types including CD8+ T cells, NK cells, B cells, monocytes and activated 
macrophages. IL-27 induces Th1 differentiation from naive CD4+ T cells by synergizing 
with IL-12 to dynamically induce IFNγ production (Pflanz et al., 2002). It mediates its 
effects via the T cell cytokine receptor (TCCR)/WSX-1. IL-27/TCCR/WSX-1 stimulation induces 
activation of STAT1 (Figure 2) leading to increased expression of T-bet and subsequent 
induction of IL-12Rβ2 and IFNγ expression (Hibbert et al., 2003; Takeda et al., 2003). 
In addition, IL-27 promotes IFNγ production through STAT1-dependent activation of the 
ICAM1/LFA1/ERK1/2 pathway (Owaki et al., 2006). TCCR/WSX-1 deficient mice have 
impaired Th1 responses and increased Th2 cytokine production (Artis et al., 2004; Chen et 
al., 2000; Yoshida et al., 2001). Defective IFNγ production was shown to be limited only 
to the early phases of infection and it has been suggested that IL-27 signaling may play an 
important role in early Th1 differentiation, before the expression and function of the IL-
12R pathway (Owaki et al., 2005; Yoshida et al., 2001). IL-27 is a unique cytokine in that it 
also has anti-inflammatory properties. Its immunosuppressive effects are mediated through 
IL-2 suppression, inhibition of Th17 cell development and induction of IL-10 production 
(Yoshida and Miyazaki, 2008; Yoshida et al., 2009).
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2.2.3 Cytokines and transcription factors important for Th2 cell polarization
2.2.3.1 IL-4 and STAT6
IL-4 plays an important role in the immune system where it affects many cell types. It 
is produced mainly by Th2 and type 2 cytotoxic T cells (Tc2),, eosinophils, basophils, 
mast cells and natural killer T (NKT) cells (Nelms et al., 1999; Sad et al., 1995). It 
has a central role in the regulation of Th2 and Tc2 cell differentiation and has several 
effects in B cells including the regulation of immunoglobulin class switching to IgE and 
IgG4. IL-4 also promotes expression of endothelial adhesion molecules and production 
of chemokines by epithelial cells, which is essential for maintenance of Th2 responses. 
(Reviewed in Li-Weber and Krammer, 2003; Nelms et al., 1999)
IL-4 has a variety of effects in CD4+ cells including effects on cell growth, 
differentiation and resistance to apoptosis (reviewed in Nelms et al., 1999). In addition 
Figure 2. Pathways and signaling molecules regulating Th1 differentiation. Expression of 
the Th1 signature cytokine, IFNγ, is regulated by several factors. Th1-promoting STATs, STAT1 
and STAT4, are activated by IL-12, IL-27 and IFNγ. STAT4 and STAT1 induce expression of 
IFNγ and T-bet, the master regulator of Th1-polarization. T-bet and IFNγ are also induced by 
certain co-stimulatory signals as well as TCR-induced signaling pathways, such as NFAT, NF-κB 
and MAPK (JNK2, p38) pathways. GATA3 inhibits Th1 polarization and it is downregulated by 
several Th1-driving factors. 
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to suppressing the development of IFNγ-producing Th1 cells, IL-4 is the main cytokine 
driving the Th2 cell polarization. However, it is still unclear what cells are the first source 
of IL-4 required for the initiation of Th2 cell differentiation in the lymph node. NKT 
cells, producing large amounts of IL-4, have been suggested to direct the development 
of Th2 type immune responses (Singh et al., 1999; Yoshimoto et al., 1995). However, 
several studies have shown that Th2 response can develop in the absence of NKT cells 
suggesting that NKT cells are not required for the initiation of Th2 cell differentiation 
(Akbari et al., 2003; Brown et al., 1996; Smiley et al., 1997; von der Weid et al., 1996). 
Activated naive CD4+ cells themselves have been considered as a initial source of IL-4 
sufficient for Th2-polarization, but this is still subject to discussion (Mohrs et al., 2001; 
Xin et al., 2007). Also the epithelial cell-derived cytokine TSLP and the OX40 pathway 
have been suggested to provide the initial signal for naive CD4+ cells to polarize into 
Th2 cells (Ito et al., 2005; So et al., 2006) (described in chapter 2.2.3.4).
The wide range of effects of IL-4 are mediated through its receptor complex consisting 
of the IL-4 receptor α subunit (IL-4Rα) and the common gamma chain. Binding of IL-4 
to its receptor results in series of phosphorylation events mediated by receptor-associated 
JAK kinases. These kinases phosphorylate tyrosine residues on the cytoplasmic tails 
of the receptor generating docking sites for several signaling molecules (Nelms et al., 
1999). Of the IL-4Rα-mediated signaling pathways, STAT6 pathway has been described 
to be critical for Th2 cell differentiation (Kaplan et al., 1996a) (Figure 3). Stat6-deficient 
mice are resistant to antigen induced airway inflammation and hyperresponsiveness, thus 
illustrating the importance of this pathway in the development of allergic inflammation 
(Akimoto et al., 1998; Kuperman et al., 1998).
Once phosphorylated on tyrosine residue 641, STAT6 disengages from the IL-4 
receptor and forms homodimers. Dimerized STAT6 translocates to the nucleus where 
it binds to specific DNA motifs in the promoters of its target genes (reviewed in Nelms 
et al., 1999). STAT6 can act as a transcriptional activator or repressor, depending on 
the specific target gene and the cellular context. Known targets of STAT6 include 
genes encoding CD23, MHC II and IL-4Rα chain (Nelms et al., 1999). STAT6 also 
binds directly to IL-4 promoter and enhancer regions and is required for the histone 
hyperacetylation in the IL-4 locus. Furthermore, STAT6 is needed for the NFAT binding 
to the same regions (Avni et al., 2002). As the key Th2-driving factor, the essential 
function of STAT6 is to upregulate the expression of GATA3, the master regulator of 
Th2 cell development and c-Maf, a Th2-specific inducer of IL-4 expression (Ho et al., 
1996; Kurata et al., 1999) (Figure 3). In vivo, it has been observed that Th2 responses 
can be obtained also independently of STAT6 or IL-4 (Finkelman et al., 2000; Huang 
et al., 1997; Jankovic et al., 2000). Based on these studies, STAT6 was suggested to be 
more important in stabilizing the Th2 populations and development of Th2 memory cells 
rather than in the development of the primary response. 
STAT6 also plays a role in the inhibition of Th1 polarization. Th1 cell differentiation 
was partly recovered in mouse CD4+ cells deficient in both STAT6 and T-bet as compared 
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to cells deficient with T-bet only. In addition, IL-12-induced phosphorylation of STAT4 
was increased in these cells relative to T-bet-/- cells, suggesting that STAT6 suppresses 
T-bet independent Th1 differentiation by inhibiting IL-12/STAT4 signaling (Tamachi 
et al., 2009). In addition, another study suggests that STAT6 can also repress a STAT4-
independent pathway driving Th1 polarization (Kaplan et al., 1998). 
2.2.3.2 Regulation of STAT6-mediated transcription and activity of STAT6 
In addition to IL-4, various other stimuli can also lead to the activation of STAT6, 
including B cell receptor (BCR), TCR, CD40 and CD28 engagement. In addition, 
IFN-α, IL-3 and IL-15 as well as ligands of c-Kit and platelet-derived growth factor 
(PDGF) receptor tyrosine kinases have been shown to induce STAT6 phosphorylation 
(reviewed in Hebenstreit et al., 2006). Also unphosphorylated STAT6 has been shown 
to form homodimers through its amino-terminal part (Ota et al., 2004). STAT6 can also 
activate transcription in its unphosphorylated form (Cui et al., 2007). 
STAT6 interacts and collaborates with several transcriptional co-factors to activate 
transcription. The presence of a set of co-regulatory proteins is required for the interaction 
of STAT6 with the basal transcription machinery. Ubiquitously expressed nuclear 
proteins CBP and p300 bridge STAT6 with the basal transcription machinery, thereby 
promoting the expression of STAT6 target genes (Gingras et al., 1999; McDonald and 
Reich, 1999). Interaction of STAT6 with CBP/p300 is dependent on another co-activator 
protein, p100 (Välineva et al., 2005). In addition, two members of the p160/nuclear 
receptor co-activator (NCoA) family, NCoA-1 and NCoA-3 have been shown to interact 
and/or positively regulate the transcriptional activity of STAT6 (Arimura et al., 2004; 
Litterst and Pfitzner, 2001; Litterst and Pfitzner, 2002). 
Several other transcription factors are involved in the regulation of STAT6 target 
genes. Depending on the cell type and the target gene, these factors can either positively 
or negatively influence STAT6-mediated transcription by binding close to the STAT6 
motif. Members of the CCAAT/enhancer binding proteins (C/EBP) family of transcription 
factors influence STAT6-mediated transcriptional activation, although their specific roles 
are not yet clearly defined (reviewed in Hebenstreit et al., 2006). NF-κB and STAT6 can 
act synergistically as well as inhibit each others function. The well known STAT6 target, 
germline epsilon promoter, is cooperatively activated by NF-κB and STAT6 (Messner et 
al., 1997). In contrast, NF-κB and STAT6 counter-regulate E-selectin gene, by competing 
for an overlapping binding site (Bennett et al., 1997). Two members of the Ets family of 
transcription factors, Ets-1 and PU.1 are implicated in STAT6 signaling. Whereas Ets-1 was 
able to interact with STAT6 and repress the expression of the STAT6 target gene suppressor 
of cytokine signaling 1 (SOCS-1), PU.1 synergized with STAT6 to induce the expression 
of several genes (Pauleau et al., 2004; Pesu et al., 2003; Stutz and Woisetschlager, 1999; 
Travagli et al., 2004). BCL-6 transcriptional repressor is an important negative regulator 
of STAT6-mediated transcription. Mice deficient with BCL-6 develop extensive Th2-type 
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inflammatory responses (Dent et al., 1997; Ye et al., 1997). BCL-6 has been shown to 
inhibit STAT6-mediated activation of germline epsilon promoter and proposed to act as 
an STAT6 antagonist, because of the similarities between their binding motifs (Dent et al., 
1997; Harris et al., 1999). BCL-6 can also repress the transcriptional activity of STAT6 
through inhibition of transcription factor IRF4, which has been shown to directly interact 
with STAT6 and promote the activation of STAT6 target genes (Gupta et al., 1999). 
The activity of STAT6 is tightly regulated through several mechanisms, of which the 
IL-4R/JAK-mediated phosphorylation of STAT6 on tyrosine 641 is the most thoroughly 
described (Nelms et al., 1999). Serine phosphorylation also regulates the transcriptional 
activity of STAT6. IL-4 induces phosphorylation of the serine 756 in the transactivation 
domain of STAT6 (Wang et al., 2004). Moreover, TCR-mediated calcium signaling 
influences STAT6 activity through regulation of serine phosphorylation events (Schmidt-
Weber et al., 2000). However, the effect of the serine phosphorylation of STAT6 is 
currently unclear, since it has been shown to influence STAT6 transcriptional activity 
both positively and negatively (Maiti et al., 2005; Pesu et al., 2000; Schmidt-Weber et 
al., 2000; Woetmann et al., 2003). 
Methylation of STAT6 at Arg27 is necessary for optimal STAT6 tyrosine 
phosphorylation, nuclear translocation and DNA-binding activity (Chen et al., 
2004a). Moreover, STAT6 has been shown to be modified by acetylation as well as 
O-linked N-acetylglucosamine (O-GlcNAc) modification (Gewinner et al., 2004; 
Shankaranarayanan et al., 2001). In addition to bridging STAT6 with the basal transcription 
machinery, the histone acetyltransferase CBP/p300 is able to acetylate STAT6, which 
has been shown to be required for the transcriptional activation of the 15-lipoxygenase-1 
gene (Shankaranarayanan et al., 2001). IL-4-induced O-GlcNAc modification was 
observed on STAT6, but the functional significance of this modification is not known. 
On STAT5, O-GlcNAc modification is required for the interaction of STAT5 with the 
co-activator protein CBP (Gewinner et al., 2004).
Inhibition of STAT6 signaling is controlled by specific phosphatases (Hanson et al., 
2003) as well as indirectly via SOCS proteins (Yu et al., 2004). The tyrosine phosphatase 
SHP-1 (SH2-containing phosphatase-1) has been shown to negatively regulate STAT6 
activity as well as STAT6-mediated transcription, but its specific target in the IL-4R/
JAK/STAT6 pathway remains unclear (Hanson et al., 2003; Haque et al., 1998). Another 
tyrosine phosphatase, protein tyrosine phosphatase 1B (PTP1B), directly interacts with 
and dephosphorylates STAT6 in an IL-4-inducible manner leading to decreased STAT6-
mediated transcriptional activation (Lu et al., 2008). In contrast, the serine/threonine 
protein phosphatase 2A (PP2A) enhances the transcriptional activity of STAT6, as serine 
phosphorylation can inhibit the activity of STAT6 (Woetmann et al., 2003).  
SOCS-1 is an important inhibitor of the IL-4/STAT6 signaling pathway. It suppresses 
IL-4-induced activation of STAT6 by inhibiting the activation of IL-4R-associated 
JAK1, subsequently leading to downregulation of the expression of STAT6-responsive 
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genes. IL-4 and activated STAT6 has been shown to induce the expression of SOCS-
1, indicating that STAT6 is involved in a negative feedback regulatory mechanism by 
inducing the expression of its own inhibitor. (Dickensheets et al., 2007; Hebenstreit et 
al., 2005; Losman et al., 1999; Yu et al., 2004)
Several studies indicate that STAT6 is negatively regulated by proteolytic degradation, 
both by proteasome and directly by proteases. Proteasome inhibitor MG132 decreased 
the decay rate of the tyrosine-phosphorylated STAT6 but it did not influence the levels 
of total STAT6, indicating that the proteasome is not acting on STAT6 itself, but rather 
on other proteins involved in the dephosphorylation phase (Hanson et al., 2003). The 
serine proteases that regulate STAT activity show both STAT and cell-type specificity. 
In mouse, but not in human mast cells, STAT6 is proteolytically cleaved by a serine 
protease belonging to the elastase family. This cleavage generates a truncated product of 
65 kDa which lacks the C-terminal transactivation domain and functions as a dominant-
negative molecule to STAT6 (Suzuki et al., 2002; Suzuki et al., 2003). Furthermore, 
STAT6 has been shown to be completely degraded by a mechanism sensitive to the serine 
protease inhibitor 4-(2-aminoetyl)-benzenesulfonyl fluoride, suggesting the existence of 
different STAT6 serine proteases (Perez-G et al., 2008). STAT6 is also cleaved in mouse 
mast cells by a cysteine protease Calpain, generating a protein of 70 kDa (Suzuki et 
al., 2003). In contrast, in mouse T cell lines activated STAT6 is completely degraded 
by Calpain (Zamorano et al., 2005). The physiological importance of Calpain-mediated 
cleavage of STAT6 is unknown. Calpains are implicated in cell proliferation, apoptosis 
and differentiation (Perrin and Huttenlocher, 2002). They are activated by a strong TCR 
stimulus and enhanced calcium signaling in T lymphocytes (Rock et al., 1997; Selliah 
et al., 1996), which all, in turn, have been shown to favor Th1 over Th2 differentiation 
(Constant et al., 1995; Imam et al., 2007; Noble et al., 2000). It has been suggested 
that strong TCR signals may promote Th1 cell polarization through promoting strong 
calcium signaling, Calpain activation and a subsequent degradation of STAT6 (Imam et 
al., 2007; Suzuki et al., 2003; Zamorano et al., 2005).
2.2.3.3 GATA3 and other factors
GATA3 is the master regulator of Th2 cell differentiation. Downregulation of GATA3 
or expression of a dominant negative mutant of GATA3 greatly diminish Th2 cytokine 
production and allergic responses, whereas elevated GATA3 induces Th2 cytokine 
expression in polarized Th1 cells (Zhang et al., 1999; Zheng and Flavell, 1997). Conditional 
deletion of GATA3 in CD4+ cells further confirmed its importance in the development and 
maintenance of Th2 cells (Pai et al., 2004; Zhu et al., 2004). GATA3 regulates Th2 cytokine 
production by binding to several sites and controlling the acetylation and accessibility of 
the IL-4 locus containing the IL-4, IL-5 and IL-13 genes (Avni et al., 2002; Fields et 
al., 2002; Tykocinski et al., 2005; Yamashita et al., 2002). GATA3 was also shown to 
play important role in the maintenance of the Th2 phenotype and continuous chromatin 
remodeling at the Th2 cytokine locus (Yamashita et al., 2004).
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Although preferentially expressed in Th2 cells, GATA3 is also expressed in human 
Th1 cells (Figure 2). GATA3 represses Th1 polarization distinct from its positive effects 
on Th2 cytokine production (Ouyang et al., 1998). It has been reported to inhibit the 
expression of IL-12Rβ2 (Ouyang et al., 1998) and Th1 differentiation (Ferber et al., 1999; 
Ouyang et al., 1998) by downregulating STAT4 (Usui et al., 2003). Furthermore, GATA3 
has been shown to occupy several of the same genes as T-bet, including ones differentially 
expressed between Th1 and Th2 cells, such as IFNγ, IL-18 receptor accessory protein 
(IL-18RAP), IL-4 and ITK. This suggests that T helper lineage decision is regulated 
by the opposing actions of GATA3 and T-bet at a shared set of target genes (Jenner et 
al., 2009). The ability of GATA3 to induce the Th2 phenotype or to downregulate IFNγ 
expression is weakened as Th cells differentiate into Th1 type cells. 
Although GATA3 is induced by IL-4/STAT6 signaling pathway, it is also able to induce 
Th2 cytokine expression independently of STAT6. Notch has been shown to regulate 
IL-4 production by inducing GATA3 expression from the distal promoter (Amsen et al., 
2007; Fang et al., 2007). In addition, T cell factor 1 (TCF1) and its cofactor β-catenin 
mediate STAT6 and Notch-independent, TCR-induced early GATA3 expression from the 
proximal promoter leading to increased IL-4 production. TCF1 was also able to inhibit 
Th1 polarization by negatively regulating IFNγ expression (Yu et al., 2009). NFAT1 has 
also been shown to bind both GATA3 promoters and induce its expression (Scheinman 
and Avni, 2009). Furthermore, GATA3 is able to activate its own expression creating 
a positive feedback loop stabilizing Th2 commitment and providing an additional 
mechanism for IL-4 and STAT6 independent Th2 development (Ouyang et al., 2000). 
Thus, expression of GATA3 is induced by different combinations of transcription factors 
downstream of TCR and IL-4R as well as by autoregulatory mechanism for optimal Th2 
differentiation (Figure 3). Expression of GATA3 is negatively regulated by RUNX1. 
This was suggested to take place only in naive CD4+ cells and during the very early 
phases of Th cell differentiation because expression of RUNX1 is downregulated after 
TCR stimulation (Komine et al., 2003). 
Expression and activity of GATA3 are also regulated by post-transcriptional 
mechanisms. MAPK signaling cascade stabilizes GATA3 protein by inhibiting ubiquitin-
mediated GATA3 degradation (Yamashita et al., 2005). This has been suggested to 
be mediated by growth factor independent 1 (GFI1), a TCR and STAT6-induced 
transcriptional repressor. GFI1 is a downstream target of the ERK MAPK cascade and it 
has been shown to control IL-5 and IFNγ production in Th2 cells by regulating GATA3 
protein stability likely by repressing the ubiquitination of GATA3 (Shinnakasu et al., 
2008; Zhu et al., 2002) (Figure 3). 
Tyrosine phosphorylated T-bet has been shown to inhibit the binding of GATA3 to the 
Th2 cytokine locus by interacting with GATA3 (Hwang et al., 2005). Friend of GATA 
(FOG) is expressed in naive Th cells where it interacts with GATA3 repressing GATA3-
mediated Th2 cytokine production (Kurata et al., 2002), whereas repressor of GATA 
(ROG) is induced upon TCR-stimulation and interacts with and represses the GATA3-
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mediated transcription and cytokine production (Miaw et al., 2000). ROG has also been 
shown to inhibit Th2-type allergic inflammation (Hirahara et al., 2008). In addition, 
lymphoid enhancer factor 1 (LEF-1) interacts with GATA3 and inhibits its DNA-binding 
activity leading to suppression of Th2 cytokine production (Hossain et al., 2008).
Other transcriptional regulators important for Th2 cell development include c-Maf 
and IRF4 (Figure 3). c-Maf is a member of the AP1 family of transcription factors and 
it is expressed selectively in Th2 cells. It is required for the production of IL-4, but 
not other Th2 cytokines (Ho et al., 1996; Kim et al., 1999). IRF4 has also shown to 
be required for Th2 differentiation. It has been shown to synergize with NFAT1 and 
c-Maf to enhance the expression of IL-4 (Rengarajan et al., 2002). It was also shown to 
directly interact with STAT6 and promote the activation of STAT6 target genes (Gupta 
et al., 1999) as well as suggested to mediate the IL-4-induced upregulation of GATA3 
(Lohoff et al., 2002). Mina, a member of the jumonji C protein family, has been recently 
identified as an important regulator of Th2 cell bias. Overexpression of Mina inhibited 
IL-4 expression, whereas its knockdown led to upregulation of IL-4 in primary CD4+ 
cells. Mina was shown to bind to IL-4 promoter in co-operation with NFAT leading to 
inhibition of IL-4 expression (Okamoto et al., 2009). Mina was identified as a candidate 
gene for regulating the susceptibility to Leishmania major infection and the regulatory 
mechanisms controlling Mina expression and activity were suggested to determine at 
least in part the capacity for initial IL-4 production and susceptibility to Th2-driven 
pathologies (Hemmers and Mowen, 2009).
2.2.3.4 IL-2/STAT5 pathway and TSLP
IL-2 is mainly produced by activated CD4+ T cells in response to activation. It has 
multiple roles in regulating T cell growth, survival as well as activation-induced cell death 
(Lenardo et al., 1999). IL-2 is also necessary for the development of Treg cells (Malek, 
2003). IL-2 mediates its effects through activation of STAT5 and STAT3 (Akaishi et al., 
1998; Nakajima et al., 1997). IL-2/STAT5 signaling pathway plays an important role in 
Th2 differentiation. This pathway has been shown to regulate the chromatin accessibility 
at the IL-4 locus (Cote-Sierra et al., 2004; Liao et al., 2008; Zhu et al., 2003) (Figure 
3). It has also been demonstrated that STAT5 binds to Il4ra locus (Liao et al., 2008). 
STAT5 was shown to mediate IL-2-dependent early induction as well as maintenance 
of IL-4Rα, thereby increasing T cell responsiveness to IL-4. Furthermore, STAT5 was 
observed to bind the Th2 cytokine locus at several sites and Maf and Gata3 loci after two 
rounds of Th2 polarization indicating the importance of STAT5 both at early and later 
stages of Th2 differentiation (Liao et al., 2008).
TSLP is an epithelial cell-derived cytokine that is highly expressed in human lung and 
skin (Soumelis et al., 2002). It has been shown to play a key role in allergen-driven Th2 
responses. TSLP receptor knockout mice fail to develop an inflammatory lung response 
to inhaled antigen (Al-Shami et al., 2005). In addition, its expression has been shown to 
be increased in asthmatic airways and correlate with the severity of the disease (Ying et 
34 Review of the Literature 
al., 2005). TSLP influences B cell development and regulates the activities of dendritic 
cells (DCs) and monocytes (Al-Shami et al., 2005; Reche et al., 2001; Sims et al., 2000). 
Importantly, it promotes DCs to induce Th2-type responses. TSLP-activated DCs have 
been shown to secrete Th2 cell-attracting chemokines as well as induce CD4+ cells to 
produce Th2-type cytokines (Ito et al., 2005; Liu, 2006; Soumelis et al., 2002). This has 
been shown to be mediated by OX40L-OX40 interaction between a DC and a CD4+ 
cell in the absence of IL-12 (Ito et al., 2005) (Figure 3). TSLP-induced OX40L has been 
suggested to represent the initial signal from DCs for naive CD4+ cells to polarize into 
Th2 cells, because TSLP-activated DCs do not produce IL-4 (Ito et al., 2005).
Figure 3. Signals and factors promoting Th2 polarization. The master regulator of Th2 differentiation, 
GATA3, is upregulated by TCR signaling, certain co-stimulatory signals, STAT6 signaling pathway as 
well as by other transcription factors such as TCF1. GATA3 together with STAT6, c-Maf and NFAT 
are important inducers of expression of the Th2 cell hallmark cytokine IL-4. 
2.2.3.5 IL-4 and regulation of apoptosis 
The two main routes leading to apoptosis are the death receptor mediated (extrinsic) 
pathway and the mitochondrial (intrinsic) pathway. Both involve activation of caspases 
leading to cleavage of multiple intracellular substrates. In addition to their role in the 
regulation of apoptosis, caspases have been associated in cell differentiation, proliferation 
and NF-κB activation (Lamkanfi et al., 2007). In developing Th cells, death receptor 
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signaling and caspase activity have been shown to promote Th1 differentiation and 
prevent Th2 development. FAS receptor stimulation of CD4+ T cells led to increased 
IFNγ production, whereas inhibition of caspases enhanced IL-4 production (Maksimow 
et al., 2003; Maksimow et al., 2006; Sehra et al., 2005). Moreover, Caspase-8 has been 
shown to inhibit Th2 responses and is required for protective T cell-mediated immunity 
against an intracellular parasite Trypanosoma cruzi (Silva et al., 2005).
Various death or stress signals induce the loss of mitochondrial membrane potential 
resulting in mitochondrial membrane permeabilization, generation of reactive oxygen 
species (ROS) and the release of pro-apoptotic members of the BCL-2 family from the 
mitochondrial inter-membrane space into the cytosol. These pro-apoptotic factors further 
promote the membrane permeabilization and release of cytochrome c from mitochondria. 
Cytochrome c associates with apoptotic protease activating factor 1 (APAF1) to form 
apoptosome, which activates pro-Caspase-9 to trigger the final cascade of the apoptotic 
process (reviewed in Brenner and Mak, 2009; Chen et al., 2003). The exact mechanism 
behind the membrane permeabilization remains obscure. The involvement and significance 
of channels such as the mitochondrial permeability transition pore or the voltage-dependent 
anion channel have been under debate (Brenner and Mak, 2009). Pro-apoptotic BCL-2 
family members have also shown to regulate the mitochondrial dynamics during apoptosis. 
This may act as a positive feedback loop that amplifies membrane permeabilization and 
release of mitochondrial pro-apoptotic proteins (Suen et al., 2008).
IL-4 has been shown to prevent apoptosis in several cell types, but the molecular 
mechanisms involved are largely unknown. In T cells, STAT6 does not seem to be 
required for the anti-apoptotic effect of IL-4 (Wurster et al., 2002b), indicating that 
the IL-4 induced Th2 differentiation and protection from apoptosis are in this sense 
distinct signaling cascades emanating from the same receptor. Instead, IL-4 has been 
shown to inhibit Caspase-3 activity during the early phases of human Th2 differentiation 
(Rautajoki et al., 2007). IL-4 also decreased FAS receptor expression and upregulated the 
expression of cFLIPs, a Caspase-8 inhibitor, as well as the mitochondrial anti-apoptotic 
BCL-2 family members BCL-2 and BCL-XL (Rautajoki et al., 2007). It has also been 
shown that STAT6 promotes cell survival through regulation of BCL-XL expression 
(Ritz et al., 2008). Other studies have also demonstrated that the IL-4 signaling pathway 
regulates apoptosis through regulation of mitochondrial proteins (Wurster et al., 2002a), 
and by maintaining the mitochondrial membrane potential (Lemaire et al., 1999). 
2.3 PRELI
PRELI (protein of relevant evolutionary and lymphoid interest) is an evolutionarily 
conserved 25 kDa protein, which has been reported to be highly expressed in adult 
lymph nodes and peripheral blood leukocytes. In addition, based on its high expression 
level in fetal liver and germinal center B lymphocytes, PRELI has been proposed to be 
important for B cell development (Guzman-Rojas et al., 2000). 
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In mice, PRELI is co-ordinately regulated with Rab24 from a strong bi-directional 
promoter (Fox et al., 2004). Rab24 is a member of the Rab GTPase family (Fox et al., 
2004), that is thought to be involved in autophagy-related processes by directing proteins 
to degradative pathways (Munafo and Colombo, 2002). PRELI contains tandem repeats 
of a late embryogenesis abundant (LEA)-motif, characteristic of a group of stress-
controlling proteins. It also contains a coiled-coil domain, which are often associated 
with protein-protein interactions. PRELI also has a PRELI/MSF1 motif, the function of 
which is unknown but has been suggested to have a role in intra-mitochondrial protein 
sorting and may also have a function associated with cellular membranes (Anantharaman 
and Aravind, 2002). Consistent with this, the N-terminal domain of the PRELI protein 
contains a mitochondrial targeting sequence and PRELI has been reported to localize in 
mitochondria in HeLa cells (Fox et al., 2004). (Figure 4)
Figure 4. Genomic location of preli and schematic picture of PRELI protein structure. (A) 
Preli is located on human chromosome 5 and it is co-expressed with Rab24, a member of the 
Rab GTPase family. Figure is taken from www.ncbi.nlm.nih.gov; Entrez Gene; GeneID:27166. 
(B) PRELI protein motifs. Mitochondrial targeting signal is located in the N-terminus of PRELI, 
whereas the coiled-coil structure and 2 stress-related LEA-motifs are located in the C-terminus of 
PRELI. PRELI/MSF1 domain covers amino acids of positions 16-172.
In Saccahromyces cerevisiae the homologue of human PRELI, Ups1p (31% identity), 
regulates mitochondrial shape and the processing of the GTPase Mgm1p via an unknown 
mechanism (Sesaki et al., 2006). Because human PRELI was able to replace Ups1p 
in Mgm1p processing in yeast cells it was considered to be likely that in human cells 
PRELI acts on OPA1 (optic atrophy 1), the human homologue of Mgm1p. OPA1 has 
been associated in the regulation of mitochondrial dynamics as well as cytochrome c 
release and apoptosis. 
Mammalian opa1 gene has eight transcript variants resulting from alternative splicing. 
These variants are differentially processed to yield several different OPA1 isoforms in 
 Review of the Literature 37
mitochondria. The distinct isoforms have different effects on mitochondrial function 
and apoptosis and their abundance greatly varies between organs (Olichon et al., 2007), 
therefore the differential processing of these isoforms plays an important role in the 
regulation of mitochondrial function and susceptibility to apoptosis. Processing of OPA1 
is activated by the loss of the mitochondrial membrane potential and is associated with 
progression of apoptosis (Ishihara et al., 2006). Interestingly, the variant that induces 
cytochrome c and caspase-mediated apoptosis is found predominantly in liver, kidney 
and thymus (Olichon et al., 2007). This resembles the expression of PRELI, which has 
also been suggested to be important for the development of vital and immunocompetent 
organs (Guzman-Rojas et al., 2000). The potential role for PRELI in the regulation of 
OPA1 has not been studied. Furthermore, neither the expression nor the cellular role for 
PRELI in primary human T helper cells have not been characterized. 
2.4 PIM KINASES
The proto-oncogene pim1 was identified as a proviral insertion site of the Moloney 
murine leukemia virus in experiments aiming at identification of novel genes involved 
in tumorigenesis. Pim1 codes for a serine/threonine-specific kinase. The oncogenic 
potential of Pim1 was shown using pim1 transgenic mice. Pim1 predisposed mice to T 
cell lymphomas in co-operation with Myc (van Lohuizen et al., 1989). Two other PIM1-
like kinases have been identified since, termed as PIM2 and PIM3. The members of this 
kinase family are evolutionarily highly conserved and have largely overlapping functions, 
but differ in their tissue distribution (Eichmann et al., 2000; Mikkers et al., 2004). PIM 
kinases are predominantly expressed in hematopoietic tissues, such as thymus, spleen, 
bone marrow and fetal liver. Non-hematopoietic expression exists mainly in testis, brain, 
oral epithelia and kidney (Eichmann et al., 2000; Feldman et al., 1998). PIM kinases 
have been implicated in early transformation and tumor progression in hematopoietic 
malignancies and prostate carcinomas (Shah et al., 2008).
Expression of PIM kinases is induced upon TCR activation (Wingett et al., 1996) as 
well as by wide variety of cytokines, growth factors and mitogens (reviewed in Bachmann 
and Moroy, 2005; Mikkers et al., 2004). PIM kinases have diverse biological roles in 
cell survival, proliferation and differentiation. They have been implicated in signal 
transduction, transcriptional regulation as well as cytokine-dependent proliferation and 
survival in hematopoietic cells (Bachmann and Moroy, 2005; Fox et al., 2005; Wang et 
al., 2001; White, 2003). 
Enzymatic activity of PIM kinases is regulated at the level of transcription, translation 
and protein stability/degradation (Wang et al., 2001). An association between protein level 
and overall kinase activity has been reported for PIM1 and PIM2 (Fox et al., 2003; Zhu 
et al., 2002), indicating that once their expression is induced, they act as constitutively 
active kinases. In addition to phosphorylating various exogenous substrates, PIM kinases 
autophosphorylate. Phosphorylation of PIM1 is not required for its kinase activity but 
contributes to its stability (Qian et al., 2005). 
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Mechanisms underlying the effects of PIM kinases are not well understood, although 
they have been reported to interact with several adapter proteins and substrates. PIM1 
protein is predominantly located in the cytoplasm, although nuclear localization patterns 
have also been reported (Ionov et al., 2003; Saris et al., 1991; Zippo et al., 2007). PIM1 
has been shown to phosphorylate and co-operate with p100 to enhance the activity of 
c-Myb transcription factor, a known regulator of cell proliferation, differentiation and 
apoptosis (Leverson et al., 1998). It has also been shown to phosphorylate and enhance 
the transcriptional activity of NFAT-c1, a mediator of TCR signaling and a regulator 
of Th cell polarization (Rainio et al., 2002). PIM kinases have also been implicated 
in the regulation of transcription through influencing chromatin modifications. PIM1 
phosphorylates the heterochromatin protein 1 (HP1) influencing its transcriptional 
repression activity (Koike et al., 2000). PIM1 has also been shown to phosphorylate 
histone H3 on the Myc-binding sites contributing to Myc-dependent transcriptional 
activation and cellular transformation (Zippo et al., 2007). PIM kinases have also shown 
to enhance the transcriptional activity of c-Myc through stabilizing c-Myc protein by 
serine phosphorylation (Zhang et al., 2008). 
PIM kinases promote cell survival via their effects on the anti-apoptotic protein BCL-
2. They enhance the expression of BCL-2 in co-operation with c-Myc (Shirogane et al., 
1999) as well as inhibit the pro-apoptotic protein BAD, a negative regulator of BCL-2 
(Aho et al., 2004; Yan et al., 2003). PIM has also been shown to positively regulate 
cell-cycle by enhancing the activity of several cell cycle promoters such as Cdc25a and 
Cdc25c as well as inactivating cell-cycle inhibitors such as C-TAK1 and p21Cip1/WAF1 
(Bachmann et al., 2004; Mochizuki et al., 1999; Wang et al., 2002; Zhang et al., 2009). 
PIM kinases have also been implicated in the inhibition of STAT signaling through 
regulation of the SOCS proteins. PIM1 has been shown to inhibit phosphorylation and 
transcriptional activity of STAT5 through phosphorylation-mediated stabilization of 
SOCS1 and SOCS3 (Peltola et al., 2004). Similarily, PIM kinases inhibited STAT6-
mediated transcription by maintaining the levels of SOCS1 protein (Chen et al., 2002). 
PIM kinases have also been implicated in the regulation of RUNX proteins, α-subunits 
of heterodimeric transcription factors important for hematopoietic cell proliferation 
and differentiation. PIM1 was shown to phosphorylate and increase the transcriptional 
activity of RUNX1 and RUNX3. RUNX1 and RUNX3 have been shown to inhibit Th2 
differentiation by repressing GATA3 expression and promoting Th1 polarization in co-
operation with T-bet, respectively (Djuretic et al., 2007; Komine et al., 2003). 
Some of the data for PIM kinases suggest a role for these proteins in the regulation 
of Th cell differentiation. In addition, PIM family genes have been reported to be 
upregulated by Th1-polarizing cytokines (Aho et al., 2005). PIM1 was preferentially 
expressed by Th1 cells at both mRNA and protein level. Also PIM2 mRNA was shown 
to be upregulated in human Th1 cells. Specific role for PIM kinases in the regulation of 
human Th1 and/or Th2 cell differentiation has not been studied in detail.
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3 AIMS OF THE STUDY
The overall goal of this PhD thesis was to elucidate signaling mechanisms behind human 
Th1 and Th2 cell differentiation processes and to identify novel regulators of these 
pathways. Furthermore, since resting human primary T cells are known to be difficult 
to transfect, our aim was to develop and optimize a novel method for transfection and 
enrichment of these cells, facilitating the investigation of the function of a candidate 
gene of interest.
The aims of the subprojects included in this thesis were:
I To develop a fast and efficient method for transfection of human primary CD4+ 
cells for studying the function of genes of interest in T helper cell differentiation.
II To characterize the function of PRELI in human CD4+ cells and investigate its 
role in Th1/Th2 differentiation process. 
III To investigate the role of serine/threonine-specific PIM kinases in regulation of 
human T helper cell differentiation process, particularly in Th1 polarization.
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4 MATERIALS AND METHODS
4.1 CELL ISOLATION AND CULTURING
4.1.1 Isolation and culturing of human CD4+ cells (I-III)
Human mononuclear cells were isolated from cord blood of healthy neonates or peripheral 
blood (buffy coats) of healthy blood donors (Finnish Red Cross) using Ficoll-Paque 
isolation (Amersham Pharmacia Biotech, Piscataway, NJ). CD4+ cells were further 
purified using DYNAL magnetic beads (Invitrogen, Carlsbad, CA). Cells from several 
individuals were pooled after the isolation. 
CD4+ cells were cultured on 24-well plates at a density of 2x106 cells/ml in Yssel 
medium (Iscove modified Dulbecco medium [IMDM, Invitrogen] supplemented with Yssel 
medium concentrate, pen/strep and 1% AB-serum). Cells were activated with plate-bound 
α-CD3 (0.5 µg/well) and soluble α-CD28 (0.5 µg/ml; both from Immunotech, Marseille, 
France) and cultured in neutral conditions (Th0) or polarized towards Th1 cells with 2.5 
ng/ml of IL-12 or Th2 cells with 10 ng/ml of IL-4 (both from R&D Systems, Minneapolis, 
MN). IL-2 (40 U/ml, R&D Systems) was added into the cultures after 48 h of priming. 
When indicated (II), the cells were cultured in the presence of 0.2 to 1 mM H2O2 
(Merck, Darmstadt, Germany), 1.25 mM N-acetyl-cysteine (NAC) or 5 µM Calpastatin 
peptide (both from Calbiochem, San Diego, CA).
4.1.2 Cell lines (I, II)
Human-derived renal epithelial HEK293 (human embryonic kidney 293) cells (ATCC, 
Manassas, VA) were cultured in Dulbecco modified eagle medium (DMEM; Sigma-
Aldrich, St.Louis, MO) supplemented with pen/strep, 2 mM L-glutamine, 1 mM sodium 
pyruvate and 10% fetal calf serum (FCS). HeLa cells (ATCC) - human epithelial cells 
from cervical carcinoma - were cultured in modified eagle medium (MEM) with Earle 
salts (both Invitrogen, Carlsbad, CA), supplemented with pen/strep, 2 mM L-glutamine 
and 10% FCS. Jurkat cell line,  human T lymphocyte cells derived from acute leukemia 
(Tag derivatives expressing SV40 large T-antigen; Northrop et al., 1993), were cultured in 
RPMI 1640 medium (Sigma-Aldrich) supplemented with pen/strep, 2 mM L-glutamine 
and 10% FCS.
4.2 PLASMID CONSTRUCTS AND SIRNA OLIGONUCLEOTIDES 
(I-III)
To create plasmid constructs allowing enrichment of transfected cells, a gene coding for 
a cell surface selection marker, mouse MHC class I H-2Kk, was cloned and ligated into 
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modified pIRES2- and pSUPER vectors suitable for gene overexpression and knockdown 
studies, respectively. H-2Kk sequence was amplified by PCR from pMACSKk II plasmid 
(Miltenyi Biotec). H2K-PCR-F and H2K-PCR-R1 primers (I, Table 1; DNA Technology 
A/S, Aarhus, Denmark) were used in PCR for cloning the sequence into the pIRES2-
EGFP plasmid (BD Biosciences Clontech, Mountain View, CA). For cloning the same 
sequence into the pSuper-GFP-Neo plasmid (Oligoengine, Seattle, WA), PCR primers 
were H2K-PCR-F and H2K-PCR-R2. PCR amplifications were performed in a PTC-225 
Peltier Thermal Cycler DNA Engine Tetrad (MJ Research, Inc., Watertown, MA) under 
the following conditions: an initial denaturation at 95°C for 5 min followed by 30 cycles 
of 94°C for 30 sec, 62°C for 30 sec, 72°C for 2 min followed by a final elongation step 
at 72°C for 10 min. The vectors (pIRES2-EGFP and pSuper-GFP-Neo) were digested 
with BstXI and Bsp14071 or Bsp14071 and BshT1, respectively. This released the EGFP 
fragments, which were discarded. PCR products were digested with the same enzymes 
and ligated with the vectors, creating pIRES2-H2Kk and pSUPER-H2Kk constructs. 
To clone the STAT6-shRNA (short hairpin RNA; targeting the sequence 
5´-GAATCAGTCAACGTGTTGTCAG-´3) into the pSuper-H2Kk plasmid, a fragment 
containing the STAT6-shRNA was removed from pSuper-STAT6-shRNA construct 
(prepared and validated in our lab earlier using the first version of the commercially 
available pSuper vector) and ligated into pSuper-H2Kk vector. PRELI cDNA was 
amplified from human Th2 cDNA with PRELI-forward and -reverse primers (II, Table 
1) and cloned into the pFLAG-CMV-2 vector (Kodak, New Haven, CT), creating a 
pFlag-PRELI construct. pIRES2-H2Kk-PRELI was made by amplifying PRELI with 
PRELI-forward and -reverse2 primers (II, Table 1), using pFlag-PRELI as a template 
and subsequently ligating the PCR product to the pIRES2-H2Kk vector.
Small interfering RNA (siRNA) oligonucleotides and siRNA pools (II, III: Table 1) 
were purchased from Sigma-Aldrich and Dharmacon (Lafayette, CO), respectively. 
4.3 CELL TRANSFECTIONS
4.3.1 Nucleofection of human CD4+ cells (I-III)
Freshly isolated CD4+ cells were suspended in T cell Nucleofector solutionTM (Amaxa, 
Cologne, Germany; subproject I) or in Optimem I (Invitrogen; II, III) in a density of 
5x106 cells/100 µl for transfection with plasmid DNA (I, II) or 4x106 cells/100 µl for 
transfection with siRNA oligonucleotides (II, III). Subsequently, the cells were mixed 
with 10 µg of plasmid DNA or 1.5 µg of siRNA. Cells were transfected using the 
nucleofection technique (Amaxa, Cologne, Germany) according to instructions provided 
by the manufacturer. After being nucleofected with plasmid DNA, cells were incubated 
in RPMI 1640 medium supplemented with pen/strep, 2 mM L-glutamine and 10% 
FCS at 37°C for 16 h (2.5x106 cells/ml), after which dead cells were removed and the 
transfected cells were enriched as described below. In siRNA experiments, nucleofected 
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cells were let to rest in 37°C for 24 h (2x106 cells/ml) and subsequently activated and 
polarized as described in section 4.1.1. 
4.3.2 Removal of dead cells and enrichment of transfected cells (I, II)
Dead cells, apoptotic cells and debris were depleted from nucleofected cells 16 h 
after the nucleofection by using magnetic-activated cell-sorting (MACS) Dead Cell 
Removal Microbeads (Miltenyi Biotec, Bergisch Gladbach, Germany) according to the 
manufacturer’s protocol. Enrichment of the H-2Kk-positive cells was then done for the 
remaining cells according to the manufacturer’s instructions (Miltenyi Biotec). Briefly, 
after the dead cell removal, the cells were incubated with MACSelect Kk MicroBeads 
coated with H2Kk-antibody (Miltenyi Biotec) for 15 min to magnetically label the 
transfected cells. The magnetic separation of H-2Kk-positive cells was done with 
a positive selection column placed in the magnetic field of a MACS separator. After 
the enrichment, cell viability and purity (H2Kk-positivity) were determined by flow 
cytometry and the cells were cultured as described in section 4.1.1.
4.3.3 Transfection of cell lines (I, II)
HEK293 and HeLa cells were plated on cover slips (precoated with poly-L-lysine) in 
6-well plates at a density of 0.7x106 cells/2 ml of DMEM (HEK293) or 0.4x106 cells/2 
ml of MEM (HeLa) without antibiotics. After 24 h, the cells were transfected with 
1.5 µg (HEK293) or 4 µg (HeLa) of empty pFlag vector or pFlag-PRELI using the 
Lipofectamine 2000 reagent (Invitrogen) according to the manufacturer’s instructions. 
Jurkat cells were transfected with 10 µg of pSuper-H2Kk-scramble or pSuper-H2Kk-
STAT6-shRNA in culture medium (10x106 cells/400µl) by electroporation (250 V, 975 
µF, GenePulser R II Electroporation system, Bio-Rad Laboratories, Hercules, CA). The 
transfected cells were incubated at 37°C for 16 h after which the dead cells were removed 
and the H-2Kk positive cells were enriched as described in section 4.3.2. The enriched 
H2Kk-positive cells were activated with 5 ng/ml of phorbol 12-myristate 13-acetate 
(PMA; Calbiochem, San Diego, CA) and 1 µg/ml of phytohemagglutinin (PHA) (Sigma-
Aldrich) in the presence of 10 ng/ml of IL-4 (R&D Systems, Minneapolis, MN). The 




To measure the transfection efficiency, 300 000 cells nucleofected with H-2Kk -plasmid 
constructs were collected 16 h after the nucleofection. Subsequently, dead cells were 
removed and H2Kk-positive cells were enriched after which an equal number of cells was 
 Materials and Methods 43
collected to determine the purity of sorted cell population. Non-nucleofected cells were 
used as negative controls. Cells collected before or after the enrichment were suspended 
in 100 µl of phosphate buffered saline (PBS) and stained for 10 min with 10 µl of either 
H2Kk-fluorescein isothiocyanate (FITC) or Control-FITC antibody (Miltenyi Biotech), 
respectively. The cells were washed twice with PBS and the samples were measured 
either with FACScan and analyzed with CellQuest software (I) or with FACSCaliburTM 
system and CellQuest Pro software (II; BD Biosciences, San Jose, CA). 
4.4.2 Intracellular cytokine staining (I, II)
IFNγ and IL-4 production by the polarized cells was measured after 7 to 8 days of culture 
by restimulation and intracellular cytokine staining. To induce cytokine production, 
0.5x106 cells were incubated for 5 h with or without 5 ng/ml of PMA and 500 ng/ml of 
ionomycin (Sigma-Aldrich) at a density of 1x106 cells/ml. Non-stimulated cells were 
used as negative controls. After 2 h of incubation, 10 µg/ml of Brefeldin A (Alexis 
Biochemicals, Farmingdale, NY) was added and incubation was continued for 3 h. The 
cells were then washed twice with PBS buffer containing 0.5% bovine serum albumin 
(BSA) and 0.01% azide, fixed with 4% paraformaldehyde for 15 min, washed with PBS 
buffer and permeabilised with 0.5% saponin for 10 min. Cytokine stainings were done 
by incubating cells with α-IFNγ-FITC (Caltag Laboratories, Burlingame, CA; 3 µl) 
and α-IL4-phycoerythrin (PE; Caltag Laboratories or BD Pharmingen; 3 µl or 1 µl, 
respectively) in 100 µl of permeabilization buffer for 20 min, after which cells were 
washed 3 times with PBS buffer. The cytokine production profiles of the cells were 
analyzed as described in section 4.4.1.
4.4.3 AnnexinV and Caspase-3 analysis (II)
To stain the cells with FITC AnnexinV (BD Pharmingen, San Jose, CA), 300 000 to 
500 000 cells were washed with FACS buffer (2% FCS and 0.01% atzide in PBS), 
resuspended in 100 µl of 1X binding buffer (10X buffer: 0.1 M HEPES (pH 7.4), 1.4 M 
NaCl, 25 mM CaCl2, diluted with FACS buffer) and mixed with 5 µl of FITC Annexin 
V. The cells were incubated for 20 min in dark at +4°C and subsequently washed twice 
with 1X binding buffer. Cells were suspended in 300 µl of binding buffer and measured 
with the FACSCaliburTM system and analyzed with CellQuest Pro (BD Biosciences). 5 
µl of propidium iodide (PI; Clontech, Mountain View, CA) was mixed with the cells 20 
sec before measurement. Staining with α-active Caspase3-PE antibody (#550914; BD 
Pharmingen) was performed according to the manufacturer's instructions.
4.4.4 Surface staining for CRTH2 and IL-12Rβ2 (II, III)
Chemoattractant receptor-homologous molecule expressed on Th2 cells (CRTH2), also 
known as prostaglandin D2 receptor DP-2 or G protein-coupled receptor-44, has quite 
recently emerged as a marker for Th2 cell phenotype and function (Cosmi et al., 2000; 
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De Fanis et al., 2007; Iwasaki et al., 2002; Nagata et al., 1999). CRTH2 is selectively 
expressed in Th2 but not in Th1 cells. To measure the expression of CRTH2 on polarized 
Th cells, 0.3 to 0.5 x 106 cells were first washed with PBS, then with MACS buffer (0.5% 
BSA, 2 mM EDTA in PBS, pH 7.2) and subsequently incubated with 5 µl of CRTH2-PE 
antibody for 10 min at 4°C. Next, the cells were washed twice with MACS buffer and 
resuspended in 1% formalin/PBS. 
To stain the IL-12Rβ2 on Th1-polarized cells, 300 000 to 500 000 cells were washed 
with FACS buffer and incubated with 6 µl of Rat α-human IL-12Rβ2 (CD212) antibody 
or of Rat IgG2a (isotype control; both from BD Pharmingen, San Jose, CA) in 100 µl of 
FACS buffer at +4°C for 15 min. Subsequently, the cells were washed twice with FACS 
buffer and incubated with 2 µl of biotin-conjugated α-rat-antibody (BD Pharmingen) for 
15 min at 4°C. After two more washes, the cells were incubated with 1 µl of Streptavidin-
peridinin chlorophyll protein (PerCP; BD Pharmingen) for 15 min at 4°C. The cells were 
then washed twice and resuspended in FACS buffer. Samples were analyzed as described 
in section 4.4.3. 
4.5 MICROSCOPY 
4.5.1 Localization of PRELI and mitochondrial membrane potential (II)
To study the localization of PRELI in HEK293 or HeLa cells, the cells were washed 
with the culture medium 24 h after transfection and incubated with 20 to 200 nM 
MitotrackerRed CMXRos (Molecular Probes, Eugene, OR) for 30 min at 37°C. The 
cells were washed with cold PBS, fixed with methanol for 5 min at -20°C, washed twice 
with PBS, and blocked with goat serum (Gibco) for 15 min. The cells were stained for 
Flag-PRELI with 25 µg/ml mouse α-Flag-M2 antibody (Sigma) for 1 h. The cells were 
then washed with PBS (3 x 5 min), incubated with 5 µg/ml goat α-mouse-FITC antibody 
(Caltag Laboratories, Burlingame, CA) for 45 min, and washed with PBS. The cells were 
subsequently analyzed with a Zeiss LSM 510 META confocal microscope (Carl Zeiss, 
Jena, Germany) using Plan-Apochromat 63x/1.4 Oil differential interference contrast 
(DIC) objective. FITC was excited with a 488 nm laser line and emission was collected 
with a 500 to 530 nm bandpass filter. MitotrackerRed was excited with a 543 nm laser 
line and emission was collected with a 560 nm long pass filter. Images were analyzed 
with LSM5 software (Carl Zeiss). 
To examine PRELI’s effect on mitochondrial membrane potential (∆ψm) in primary 
Th cells, the nucleofected cells were harvested after 24 h of activation and incubated 
with 50 nM Mitoprobe DilC1(5) (Molecular Probes) in PBS (~0.3x10
6 cells/500 µl) for 
30 min at 37°C, and subsequently washed and resuspended in 300 µl of PBS. Cells 
were measured with the FACSCaliburTM system and analyzed with CellQuest Pro (BD 
Biosciences).
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4.5.2 Reactive oxygen species (II)
To study the effect of PRELI on ROS production in HeLa cells, the cells were treated 
as described in section 4.5.1 except that, instead of using Mitotracker, the cells were 
incubated with 20 µM dihydrorhodamine 123 (DHR123; Molecular probes) for 30 min at 
37°C. Alexa Fluor 568-conjugated goat α-mouse antibody (5 µg/ml) (Molecular Probes) 
was used as a secondary antibody to detect overexpressed PRELI. Cells were analyzed 
with a Zeiss LSM 510 META confocal microscope (Carl Zeiss). DHR123 was excited 
with a 488 nm laser line and emissions were collected with a 500 to 530 nm bandpass 
filter. Alexa568 was excited with a 543 nm laser line and emission was collected with a 
560 nm long pass filter. 
To examine PRELI’s effect on ROS production in primary Th cells, the nucleofected 
cells were harvested after 24 h of activation and incubated with 20 µM DHR123 in 
Yssel medium (~0.3x106 cells/500 µl) for 30 min at 37°C, and subsequently washed and 
resuspended in 300 µl of PBS. Cells were measured with the FACSCaliburTM system and 
analyzed with CellQuest Pro (BD Biosciences).
4.6 REAL-TIME RT-PCR 
4.6.1 RNA isolation and cDNA synthesis (I-III)
Total RNA was isolated using RNeasy Mini Kit (Qiagen, Valencia, CA) according 
to manufacturer’s instructions. DnaseI (Qiagen) treatment was included in the RNA 
isolation procedure to eliminate genomic DNA from the samples. Subsequently, cDNA, 
prepared using a Superscript II kit (Gibco BRL, Life Technologies, Paisley, Scotland), 
was used as a template for gene expression analyses. 
4.6.2 Gene expression analysis (I-III)
Gene expression levels were measured using TaqMan ABI Prism 7700 Sequence 
Detection System (Applied Biosystems, Foster City, CA) (Hämäläinen et al., 2001). All 
measurements were performed in duplicate in two separate runs. Housekeeping gene 
Elongation factor 1 alpha (EF1α) was used as a reference transcript (Hämäläinen et al., 
2001). The primers and probes (I-III: Table 1; MedProbe, Oslo, Norway) were designed 
using Primer Express software (Applied Biosystems). Universal Probe Library probes 
(Roche, Mannheim, Germany) were designed using ProbeFinderTM software.
4.7 WESTERN BLOTTING (I-III)
The cells were lysed in sodium dodecyl sulfate (SDS) buffer, boiled for 5min, sonicated 
and subsequently equal amounts of protein were separated by SDS-polyacrylamide 
gel electrophoresis. Proteins were detected using the following antibody dilutions: 
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1:1000 sheep α-PRELI-antiserum (kind gift from Dr. Elisabeth Fox, Leeds, UK), 1:500 
mouse α-STAT6 (BD Biosciences, San Jose, CA), 1:1000 rabbit α-phospho-STAT6 
(Tyr641; Cell Signaling Technology, Beverly, MA), 1:200 rabbit α-STAT1 p84/p91 (E-
23; Santa Cruz Biotechnology, Santa Cruz, CA), 1:200 rabbit α-STAT4 (C-20; Santa 
Cruz Biotechnology), 1:500 rabbit α-Calpain 1 large subunit (µ-type; Cell Signaling 
Technology), 1:500 rabbit α-PIM2 (ATLAS antibodies, Stockholm, Sweden), 1:200 
mouse α-PIM1  (12H8; Santa Cruz Biotechnology, Santa Cruz, CA), 1:200 mouse α-T-
bet  (4B10; Santa Cruz Biotechnology), 1:200 mouse α-GATA3 (HG3-31; Santa Cruz 
Biotechnology) or 1:20000 mouse α-β-actin (Sigma-Aldrich). Horseradish peroxidase-
conjugated goat α-mouse IgG (1:10000; Santa Cruz Biotechnology), α-rabbit Ig 
(1:10000; BD Biosciences) or donkey α-sheep (1:20000; Jackson ImmunoResearch 
Laboratories, Baltimore Pike, PA) were used as secondary antibodies. The protein 
bands were visualized with enhanced chemiluminesence (GE Healthcare, Piscataway, 
NJ), quantified with a microcomputer imaging device (MCID) and normalized against 
β-actin.
4.8 BIO-PLEx CYTOKINE ASSAY (III)
To measure IFNγ produced by Th1-polarized cells, cell culture supernatants were diluted 
1:10. Duplicate samples were stained on 96-well plates according to instructions by the 
manufacturer (Bio-Plex Cytokine assay; Bio-Rad, Hercules, CA) and measured using 
Luminex® 100TM system (Luminex, Austin, TX).
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5 RESULTS AND DISCUSSION
5.1 DEVELOPMENT AND OPTIMIzATION OF A NOVEL METHOD 
FOR STUDYING GENE FUNCTION IN HUMAN PRIMARY CD4+ 
CELLS (I)
5.1.1	 Efficient	transfection	and	enrichment	of	human	primary	CD4+	cells
Manipulation of gene expression in primary T cell cultures is an important step 
towards understanding the molecular mechanisms and the role of a selected gene in 
the differentiation of CD4+ T helper cells to Th1 and Th2 subtypes. However, resting 
primary T lymphocytes are known to be difficult to transfect. Lentiviral-based vectors 
have been successfully used for introducing DNA into these cells (Bai et al., 2003; 
Marodon et al., 2003; Qin et al., 2003). However, viral-based techniques have several 
disadvantages, including laboratory safety precautions and time demanded. In addition, 
the vectors introduced may affect several signalling pathways (Flaherty et al., 2004) 
or may introduce viral elements into the host cell. Electroporation has been the most 
promising nonviral method for introducing DNA into primary T lymphocytes (Herndon 
et al., 2002). NucleofectorTM technology (Amaxa, Cologne, Germany), based on an 
improved electroporation method, offered an advanced method for transfecting primary 
cells and hard-to-transfect cell lines. 
The success of experiments based on transfection of cells depends on the transfection 
efficiency. Usually transfected cell cultures contain a high background of more than 
50 % of untransfected cells. We have observed that the untransfected cells are usually 
in a better condition and proliferate more efficiently compared to the transfected cells 
in the culture (unpublished data). Therefore, 7 to 8 days after the nucleofection most 
of the viable cells in the culture originate from non-transfected cells. One way to 
avoid this problem is to enrich the transfected cells. Fluorescence activated cell sorting 
(FACS) is one, however a very expensive and time-consuming way to enrich the cells 
of interest. In many studies, vectors containing GFP have been cotransfected or used 
as a fusion protein for tracking the cells containing the gene of interest. However, one 
can not ignore the possibility that GFP may influence the data by affecting cellular 
signalling events. Another way to enrich the transfected cells is to co-transfect the 
cells with plasmid encoding a cell surface marker followed by sorting using antibody-
coated magnetic beads (Schneider and Rusconi, 1996). However, in this method, one 
has to optimize the conditions for the simultaneous co-transfection of several plasmids 
because this may influence the amount of cells expressing both the selection marker 
and the DNA of interest.
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To study the effect of genes of interest in human primary T helper cell differentation, 
we developed and optimized an assay for enrichment of transiently transfected primary 
human T cells. We combined the benefits of two commercial expression vectors 
introducing a single plasmid construct containing a multiple cloning site (MCS) for 
the gene of interest, an internal ribosome entry site (IRES) and a gene coding for a 
truncated mouse MHC class l H-2Kk molecule which is a cell surface marker. This 
plasmid construct (pIRES2-H-2Kk; I, Figure 1A) allowed both the gene of interest and 
the H-2Kk gene to be translated from a single bicistronic mRNA and the possibility 
that the cells might take up different amounts of different vectors was excluded. In 
addition, as the selection marker was a truncated receptor and lacked its cytoplasmic 
tail, it did not interfere with the cell functions. To be able to use this novel approach 
also in gene knockdown experiments, we modified a pSuper RNA interference (RNAi) 
plasmid to create a pSuper-H-2Kk vector (I, Figure 1B). Transfection efficiencies of the 
cells nucleofected with the H-2Kk -plasmid constructs were measured 16 hours after 
nucleofection. The transfection efficiency for the pIRES2-H-2Kk plasmid varied from 
24% to 51% between different individuals in 6 independent experiments (I, Figure 2A). 
When the cells were transfected with the pSuper-H-2Kk-STAT6-shRNA or pSuper-H-
2Kk-scramble-shRNA, the efficiency varied between 43% and 69%. Importantly, cells 
transfected with these H-2Kk containing plasmids could be enriched gently and fast 
using H-2Kk antibody based MACS separation method. The purity of the enriched, 
H-2Kk-positive, cells was always > 97% after the enrichment (I, Figure 2B). 
5.1.2 Nucleofected and sorted CD4+ cells are able to polarize into Th1 and Th2 
cells
In order to be sure that we could use this assay for investigating the role of the genes 
of interest in T helper cell differentiation, we needed to establish whether the enriched 
H-2Kk-positive T cells could differentiate into Th1 and Th2 subtypes. Enriched 
primary T helper cells overexpressing pIRES2-H-2Kk plasmid and non-nucleofected 
control cells were cultured under Th1 or Th2 polarizing conditions for 5 to 7 days. 
After that, we measured the expression of selected Th1 and Th2 marker genes, IL-
12Rβ2, IFN-γ and GATA3, in these cells with TaqMan RT-PCR. Our results showed 
that, like control cells, nucleofected and enriched H-2Kk-positive cells polarized to 
Th1 direction expressed more IFN-γ and IL-12Rβ2 compared to Th2-polarized cells 
(I, Figure 3). Furthermore, GATA3 was preferentially expressed in Th2-polarized 
cells compared to Th1 cells in H-2Kk-positive samples as well as in controls (I, Figure 
3). 
IFN-γ and IL-4 are the signature cytokines produced by Th1 and Th2 cells, 
respectively, and the determination of the cytokine profiles of these two cell subsets 
is used to phenotypically distinguish them from each other. To study if the enriched 
H-2Kk-positive cells are able to differentiate into Th1 and Th2 cells based on their 
cytokine production profiles, non-nucleofected control cells and the enriched CD4+ 
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cells overexpressing pIRES2-H-2Kk plasmid were cultured in Th1 and Th2-polarizing 
contiditions for 7 to 8 days and subsequently subjected to intracellular cytokine staining. 
The cytokine production profiles varied between different individuals in different 
experiments. However, in Th1 culturing conditions, the amount of IFN-γ producing 
cells was high and the number of IL-4 producing cells was negligible, both in controls 
and in nucleofected H-2Kk-positive samples (I, Table 2). In Th2 polarizing conditions, 
the amount of IL-4 producing cells was higher compared to the Th1 cultures and there 
were less IFN-γ producing cells than in the Th1 cultures. This was seen both in control 
samples as well as in nucleofected H-2Kk-positive samples (I, Table 2). Taken together, 
our results showed that the nucleofected H-2Kk-positive primary T helper cells were able 
to differentiate into Th1 and Th2 cells. 
5.1.3 Introduction of STAT6 shRNA in CD4+ cells by the optimized nucleofection 
method downregulates Th2 cell differentiation
To demonstrate that this assay is applicable in studying the influence of a given gene on 
T helper cell differentiation, we nucleofected human primary T helper cells with pSuper-
H-2Kk vector containing a shRNA targeting STAT6 (pSuper-H-2Kk-STAT6-shRNA), 
a key transcription factor driving Th2-polarization,  and showed that this resulted in 
impaired Th2 cell differentiation. The functionality of the shRNA was first validated in 
a Jurkat cell line (I, Figure 4A). Nucleofected CD4+ cells were enriched and polarized 
to Th2 cells for 7 days, after which the expression of GATA3, IFN-γ and IL-12Rβ2 
was measured. STAT6 is known to rapidly induce the expression of GATA3 in cells in 
response to IL-4 stimulation. GATA3, in turn, has been shown to inhibit the expression 
of IL-12Rβ2 and to act as a repressor of Th1 development and IFN-γ production (Kurata 
et al., 1999; Ouyang et al., 1998). As expected, the expression of GATA3 was reduced 
in cells expressing the STAT6-shRNA compared to the control cells (I, Figure 4B). 
Furthermore, both IFN-γ and IL-12Rβ2 were upregulated at mRNA level in response 
to downregulation of STAT6 (I, Figure 4B). The level of STAT6 mRNA was decreased 
by 2.9-fold in STAT6-shRNA sample compared to the control cells (transfected with 
pSuper-H-2Kk-scramble; data not shown).
To further demonstrate that the introduction of pSuper-H-2Kk-STAT6-shRNA 
in human primary T helper cells by our method has an expected effect on Th2 
differentiation, we showed that this treatment influenced the Th2-type cytokine 
production profile. Intracellular cytokine staining was performed for the enriched 
cells after 7 days of polarization. As predicted, the amount of IL-4 producing Th2 
cells was diminished in response to downregulation of STAT6. Whereas, the amount 
of IFN-γ producing cells was much higher in Th2 cultures expressing STAT6-shRNA 
compared to the control cells (I, Figure 4C). Taken together, these results verified the 
usefulness of our system when studying the influence of a gene of interest on T helper 
cell differentiation. 
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5.1.4 Comparison with other methods
The method described above provides advantages compared to previous methods used 
with human primary CD4+ cells. NucleofectorTM electroporation technology itself was 
a great advancement, because the transfection efficiencies of nucleofected cells were 
significantly higher compared to cells transfected with other methods such as lipofection 
or traditional electroporation. However, even though the transfection efficiency was 
improved, it was still important to be able to enrich the transfected cell population and 
study only the cells that contained the gene or shRNA of interest, because the untransfected 
cells in the sample proliferated faster than the transfected cells. Enrichment of transfected 
cells based on the magnetic selection of H2Kk-positive cells proved to be very efficient 
and gentle way to perform the sorting. This was a clear improvement compared to other 
sorting methods used previously, such as enrichment of GFP-positive cells using flow 
cytometry, which seemed to be too stressful method for human primary CD4+ cells, at 
least according to our experiences. 
Since the development of the method described in this thesis, nucleofection of 
cells with siRNA oligonucleotides has proven to be very good and feasible method 
to knock down genes of interest in human primary Th cells. Time-consuming cloning 
steps are avoided when using siRNAs and by using pooled siRNAs, the knockdown 
efficiency is usually improved. In addition, the cells nucleofected with siRNA oligos 
are in better condition compared to cells transfected with plasmid DNA and therefore 
this method has replaced vector based shRNA nucleofection in our gene knockdown 
studies. The combination of siRNA oligonucleotide-mediated gene inactivation and 
gene overexpression using the method described in this thesis, provides an effective 
strategy for studying the effect of specific genes on primary Th cell function and 
differentiation.
5.2 IDENTIFICATION AND CHARACTERIzATION OF PRELI AS A 
NEW REGULATOR OF HUMAN T HELPER CELL APOPTOSIS, 
STAT6 AND TH2 CELL DIFFERENTIATION (II)
5.2.1 PRELI is highly induced in mitochondria in response to T cell activation
PRELI was identified as an activation-induced gene in primary human Th cells in our study 
aiming at identifying novel genes involved in the regulation of early human primary Th 
cell differentiation and activation using Affymetrix oligonucleotide arrays. Expression 
of PRELI mRNA was highly increased when naive CD4+ cells (Thp) were subjected 
to TCR activation, with a maximum expression at 24 h. PRELI was not differentially 
regulated by the Th1/Th2 polarizing cytokines IL-12 or IL-4 (II, Figure 1A). Consistent 
data was obtained also at protein level (II, Figure 1B).
The cellular role of PRELI was previously unknown. It is an evolutionarily 
conserved protein whose expression is co-ordinately regulated in mice with Rab24 
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(Fox et al., 2004), a gene associated with autophagy-related processes (Munafo and 
Colombo, 2002). PRELI and RAB24 are located at human chromosome 5q34-q35, a 
region that has been implicated in several hematopoietic malignancies (Fox et al., 
2004). PRELI has been suggested to be important for development of B lymphocytes 
based on its expression in germinal center B cells and fetal liver (Guzman-Rojas 
et al., 2000). To clarify the cellular function of PRELI, we studied its localization. 
Consistent with the description of mitochondrial localization of PRELI in HeLa cells 
and a mitochondrial targeting sequence in the N-terminal domain of the PRELI protein 
(Fox et al., 2004), exogenously expressed PRELI co-localized with Mitotracker in the 
mitochondria of HeLa, HEK293 and primary CD4+ cells (II, Figure 2A and data not 
shown).
5.2.2 PRELI regulates membrane potential and production of reactive oxygen 
species in mitochondria and induces apoptosis in CD4+ cells
Interestingly, the localization study also revealed that in mitochondria, PRELI 
reduced the mitochondrial membrane potential, ∆Ψm (II, Figure 2A). The fluorescence 
intensity of the membrane potential sensitive Mitotracker was lower in HeLa cells 
overexpressing pFlag-PRELI when compared to cells where PRELI was not 
overexpressed, indicating that the ∆Ψm was reduced by PRELI (II, Figure 2A). To 
further study this in human primary CD4+ cells, we used two approaches; PRELI 
overexpression and knockdown by specific siRNAs. Primary human CD4+ cells were 
nucleofected either with PRELI overexpression vector or PRELI-specific siRNA 
oligonucleotides, activated and cultured for 24 hours and subsequently stained with 
Mitoprobe and analyzed with flow cytometry. Overexpression of PRELI increased the 
proportion of cells with reduced ∆Ψm, whereas its silencing significantly decreased 
the number of these cells, confirming that PRELI reduced the ∆Ψm in human primary 
Th cells (II, Figure 2A). 
The loss of ∆Ψm, induced by various stress signals, leads to mitochondrial membrane 
permeabilization and generation of ROS by the mitochondria. After this, cytochrome 
c is released from mitochondria and Caspase3 is activated resulting in activation of 
apoptotic cell death. PRELI’s potential to reduce the ∆Ψm suggested that it could also 
influence ROS production by mitochondria. Indeed, our studies with HeLa cells indicate 
that the production of ROS was slightly induced by PRELI (II, Figure 2B). This was 
further confirmed in human CD4+ cells both by PRELI overexpression and knockdown 
experiments. (II, Figure 2B)
These findings suggested that PRELI could also influence primary Th cell apoptosis. 
Moreover, since IL-4 has been shown to protect cells from apoptosis by regulating 
proteins mediating the mitochondrial apoptosis pathway (Rautajoki et al., 2007; Wurster 
et al., 2002a) and by maintaining the mitochondrial membrane potential (Lemaire et al., 
1999), we also examined the combined effects of IL-4 and PRELI on ∆Ψm and apoptosis. 
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AnnexinV intensity, as well as the number of cells with active Caspase3 and reduced 
∆Ψm, were higher in the samples overexpressing PRELI compared to the control cells 
after 24h of culture (II, Figure 3A), indicating that PRELI induced the mitochondrial 
apoptosis pathway in human Th cells. PRELI also reduced cell viability. IL-4 partly 
inhibited the effects of PRELI, indicating that while PRELI and IL-4 have opposing 
effects on the mitochondrial apoptosis pathway, IL-4 cannot completely reverse the 
effect of PRELI. Consistent results were obtained in PRELI knockdown experiments (II, 
Figure 3B). Taken together, these results suggested that PRELI induces the mitochondrial 
apoptosis pathway in human primary Th cells and the addition of IL-4 partly reverses the 
effect of PRELI. 
The mechanism by which PRELI affected the ∆Ψm and ROS production is presently 
unknown. In a previous study using yeast cells it was proposed that in human cells PRELI 
is involved in processing of OPA1, an important regulator of mitochondrial membrane 
dynamics and apoptosis (Frezza et al., 2006; Olichon et al., 2003).  Distinct isoforms 
and cleavage products of OPA1 have different effects on mitochondrial function and 
apoptosis and their quantity varies greatly between different organs (Olichon et al., 2007). 
Differential processing of these isoforms is important for the regulation of mitochondrial 
function and susceptibility to apoptosis. Our preliminary results (Figure 5) suggested 
that PRELI did not affect the expression levels of OPA1 isoforms in human CD4+ cells. 
However, whether PRELI influenced the function of OPA1, was not determined. It is 
important to remember that there are differences in the processing of OPA1 between 
human and yeast and therefore, the mechanisms involved in yeast do not necessarily 
apply to human (Griparic et al., 2007). Furthermore, the yeast homologue of PRELI, 
Ups1p, was also suggested to have additional targets in the mitochondria (Sesaki et al., 
2006), suggesting that PRELI may also engage other substrates than OPA1. 
Figure	 5.	 PRELI	 does	 not	 influence	 the	 expression	 of	 different	 OPA1	 isoforms	 (a-e)	 in	
human CD4+ cells. Cord blood CD4+ cells were nucleofected with scrambled or PRELI siRNAs, 
activated and analyzed by Western blotting at 24 h after activation. 
5.2.3  PRELI downregulates Th2 cell differentiation and STAT6 - likely via 
regulation of oxidative stress and Calpain-activation 
After finding out that PRELI and IL-4 counter-regulate the mitochondrial apoptosis 
pathway in primary Th cells, the role of PRELI on Th cell differentiation was examined. 
CD4+ cells were nucleofected with a control or PRELI overexpression vector and 
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differentiated into Th1 and Th2 cells for 7 days. After this, the production of IFNγ and 
IL-4, the signature cytokines produced by Th1 and Th2 cells, were measured. PRELI 
decreased the number of IL-4-producing Th2 cells as compared to control cells (II, 
Figure 4A). Consistent data was obtained in PRELI knockdown experiments. Since the 
number of IL-4-producing cells after the first round of human Th2 cell polarization is 
typically less than 10%, as previously reported (Sornasse et al., 1996), we analyzed 
PRELI´s effect on the expression of another Th2 cell marker; the cell surface molecule 
CRTH2. CRTH2 is expressed on Th2, but not in Th1 cells and its expression correlates 
strongly with the production of IL-4 and IL-13 in human Th2-polarized cultures (Cosmi 
et al., 2000; De Fanis et al., 2007). As expected, downregulation of PRELI increased the 
amount of CRTH2-positive Th2 cells compared to the control cells (II, Figure 4B). No 
reproducible effect on IFNγ production by Th1 cells could be detected in experiments 
involving PRELI overexpression (n=3, p-value 0.28) or knockdown (n=9, p-value 0.42) 
(data not shown).
To further investigate the mechanism behind PRELI's effect on Th2 differentiation, 
we examined whether PRELI has any effect on STAT6, the key transcription factor 
behind Th2-polarization. Knocking down of PRELI in cord blood or peripheral blood 
CD4+ cells led to increase in STAT6 protein levels, whereas STAT6 mRNA levels were 
not notably affected (II, Figure 5A), indicating that PRELI regulated STAT6 at the post-
transcriptional level. In contrast, downregulation of PRELI had no reproducible effect 
on STAT1 or STAT4 proteins (II, Figure 5A and data not shown). In addition, PRELI's 
effect on IL-4 induced tyrosine (Y641) phosphorylation of STAT6 was investigated in 
CD4+ cells. Our results indicated that PRELI downregulated STAT6 protein levels with 
no additional effect on its IL-4-dependent phosphorylation (II, Figure 5B).
Since PRELI was shown to regulate oxidative stress in cells, we investigated whether 
STAT6 was regulated by the cellular redox state to elucidate the mechanisms by which 
PRELI downregulated STAT6. Exposure of cells to H2O2 was used to model oxidative 
stress. The amount of STAT6 protein was observed to decrease in a dose-dependent 
manner in response to increasing cellular ROS concentration, whereas the expression 
of STAT6 mRNA was not similarly affected (II, Figure 5C), indicating that STAT6 is 
downregulated by oxidative stress at the post-transcriptional level in human primary Th 
cells. In contrast, levels of STAT1 and STAT4 were not similarly affected by H2O2 as the 
level of STAT6 was (II, Figure 5C and data not shown), excluding the possibility of non-
specific, general protein degradation induced by the H2O2. Consistent data was obtained 
in experiments utilizing an antioxidant NAC to neutralize cellular ROS production (II, 
Figure 5D).
Based on earlier observations by others, Calpain, a calcium-dependent cysteine 
protease, seemed as a possible mediator of PRELI-induced downregulation of STAT6 
in human primary Th cells. Calpains are oxidative stress-activated proteases implicated 
in cell proliferation, apoptosis and differentiation (Ishihara et al., 2000; Perrin and 
Huttenlocher, 2002) (II, Figure 5E). STAT6 has been reported to be negatively regulated 
54 Results and Discussion 
by Calpain in mouse T cell lines and mast cells (Suzuki et al., 2003; Zamorano et al., 
2005). In our study, by using Calpastatin, an endogenous Calpain inhibitor (Melloni et 
al., 1996), STAT6 was shown to be downregulated by Calpain in human primary Th 
cells (II, Figure 5F). Importantly, PRELI was shown to induce the cleavage/activation 
of Calpain in HEK293 cells (II, Figure 5G). Taken together, our results suggested that 




Strength of the TCR signal influences the direction of Th1/Th2 polarization. A strong 
TCR stimulus enhances Th1 differentiation, whereas weaker stimuli favor Th2 
polarization (Brandt et al., 2002; Constant et al., 1995). Interestingly, the intracellular 
levels of PRELI correlated with the strength of the TCR activation. The amount of PRELI, 
at both the protein and mRNA levels, was clearly in proportion to the concentration 
of α-CD3 utilized for stimulation (II, Figure 6A). In another experiment, CD4+ cells, 
nucleofected with scramble or PRELI siRNA oligonucleotides, were activated with 
different concentrations of α-CD3 and cultured under Th1 or Th2 polarizing conditions 
for 7 days. Subsequently, the expression of CRTH2, the Th2 cell marker, was analyzed 
by flow cytometry. Th2 differentiation was observed to be inhibited when primary Th 
cells were activated with a strong TCR stimulus, whereas it was enhanced when PRELI 
was downregulated (II, Figure 6B). These results thus indicated that the strength of 
the TCR activation, as well as the amount of PRELI in cells, influenced the ability of a 
naive CD4+ cell to differentiate into Th2 cell (II, Figures 4 and 6B). Importantly, our 
results suggested that PRELI is involved, at least in part, in the mechanism by which 
a strong TCR stimulus influences Th2 differentiation. Figure 6 summarizes the data 
obtained in this study and illustrates the function of PRELI in human primary CD4+ 
cells.
 Results and Discussion 55
Figure 6. Summary of the effects induced by PRELI in human CD4+ cells. PRELI is highly 
upregulated in response to T cell activation. It is localized in mitochondria, it alters the ∆Ψm and 
induces mitochondrial ROS production. We also observed that PRELI influences T helper cell 
apoptosis and differentiation. PRELI induced apoptosis and this was partly inhibited by IL-4. 
PRELI downregulated STAT6 at protein level and repressed Th2 cell polarization. Our results 
suggest that these new functions for PRELI are mediated by an overlapping mechanism, by the 
regulation of the cellular redox state. Data obtained suggests that oxidative stress and Calpain are 
involved in the PRELI-induced downregulation of STAT6. 
5.3 IDENTIFICATION OF PIM KINASES AS ENHANCERS OF 
HUMAN TH1 CELL DIFFERENTIATION (III, UNPUBLISHED)
5.3.1 Expression of PIM kinases is upregulated in Th1 cells
PIM family of serine/threonine-specific kinases are predominantly expressed in 
hematopoietic cells and they are known to regulate cytokine-dependent proliferation 
and survival in lymphocytes, with largely overlapping functions (Bachmann and 
Moroy, 2005; Eichmann et al., 2000; Mikkers et al., 2004). Expression levels of PIM 
family genes have been previously shown to be upregulated by Th1-inducing cytokines, 
suggesting a role for PIM kinases in the regulation of Th1/Th2 differentiation process 
(Aho et al., 2005). Consistently, in our study, expression levels of PIM kinases were 
induced in Th1 cells. Naive human CD4+ cells were activated and cultured either in 
neutral conditions (Th0) or under Th1 or Th2-polarizing cytokines, IL-12 or IL-4, 
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respectively. Levels of PIM1 and PIM2 proteins were measured at different time-points 
by Western blotting. PIM1 and PIM2 were induced in response to TCR activation 
and further upregulated by the Th1-polarizing cytokine, IL-12. PIM2 was found to be 
upregulated more rapidly in Th1 cells as compared to PIM1 (III, Figure 1A and data 
not shown). 
Furthermore, PIM kinases were shown to be downregulated during early Th2 
differentiation by a STAT6-dependent mechanism. STAT6 was specifically knocked 
down in naive CD4+ cells and the levels of PIM kinases were determined by Western 
blotting at different time-points during the Th0/Th2 culture (III, Figure 1B). 
5.3.2 Silencing of PIM2 downregulates expression of IFNγ and T-bet 
After establishing that PIM kinases are preferentially expressed in Th1 cells as compared 
to Th2 cells, we wanted to determine their effect on Th1 differentiation. We analyzed 
the expression of IFNγ and T-bet, the hallmark cytokine expressed by Th1 cells and the 
key transcription factor driving Th1 polarization. To address this question, we used an 
siRNA approach to specifically knock down expression of individual PIM kinases in 
naive human CD4+ cells. After nucleofecting the cells with specific siRNAs, cells were 
polarized to Th1 direction. The knockdown efficiencies were controlled by measuring 
the PIM mRNA and protein levels at different time-points during the culture (III, Figure 
2A and data not shown). Knockdown of PIM2 was very efficient. PIM2 siRNA1 almost 
completely inhibited the TCR and IL-12-induced upregulation of PIM2. The siRNA-
mediated downregulation of PIM2 lasted up to 3 to 4 days after which the effect of the 
siRNA was decreased, most probably because of the proliferation of the cells. Therefore 
we focused on studying the early phases of Th1 cell differentiation. 
Analysis of IFNγ produced to cell culture supernatants indicated that PIM2 siRNA 
inhibited IFNγ production in Th1-polarized cells. Reduction was most remarkable at 24 
hour time-point, after which the effect was slowly diminished (III, Figure 2B). Level of 
IFNγ mRNA was significantly downregulated by PIM2 siRNA already after 6 hours of 
culture, indicating that PIM2 regulates IFNγ production at the transcriptional level (III, 
Figure 2C). Depletion of PIM2 also inhibited the upregulation of T-bet during Th1 cell 
polarization, both at protein and mRNA levels (III, Figure 2D-E). T-bet was significantly 
downregulated at the protein level by PIM2 siRNA after 12 and 24 hours of polarization. 
Consistently, at mRNA level the induction of T-bet was delayed by PIM2 knockdown, 
with effects observed already 6 hours after the polarization. Thus, taken together, our 
data suggests that upregulation of PIM2 under Th1 polarizing conditions is likely to be 
important for the proper induction of both IFNγ and T-bet during early phases of Th1 
cell differentiation. 
The effects of the PIM2 knockdown were generally transient. This is likely due to 
the fact that the siRNA oligonucleotides are diluted after the cells start to proliferate. 
In addition, since PIM1 and PIM2 have overlapping functions, it is possible that the 
 Results and Discussion 57
increasing expression of PIM1 at 48 hour time-point and onwards (III, Figure 1A and 
data not shown) reduced the effects of PIM2 knockdown at those later time-points. 
Furthermore, T-bet and IFN-γ themselves were very highly upregulated during the early 
phases of Th1 polarization, which also could reduce the effects of the PIM2 knockdown 
at the later time-points.
5.3.3 PIM2 regulates IL-12Rβ2/STAT4 signaling pathway 
After PIM2 was shown to regulate the expression of T-bet and IFNγ during early Th1 
cell differentiation, we decided to examine whether PIM2 has any effect on IL-12Rβ2 
or STAT4, which constitute another critical Th1-driving pathway. IL-12Rβ2 is not 
expressed in naive T cells but is induced by TCR activation and T-bet and maintained 
by IFNγ (Afkarian et al., 2002; Chang et al., 1999; Letimier et al., 2007; Mullen et al., 
2001; Szabo et al., 1997). Once expression of IL-12Rβ2 is upregulated, IL-12, a key 
cytokine driving Th1 differentiation, is able to activate STAT4, an important inducer of 
IFNγ and IL-12Rβ2 expression (Barbulescu et al., 1998; Lawless et al., 2000; Letimier 
et al., 2007; Mullen et al., 2001; Nishikomori et al., 2002). IL-12Rβ2 was shown to be 
significantly downregulated by PIM2 knockdown both at mRNA and protein levels (III, 
Figure 3A-B). This was seen later as compared to the effects on T-bet and IFNγ. STAT4, 
but not STAT1, was transiently downregulated by PIM2 siRNA at 24h time-point (III, 
Figure 3C). Because T-bet has been shown to induce the expression of IL-12Rβ2 as well 
as affect STAT4 levels in Th1 cells (Afkarian et al., 2002; Mullen et al., 2001; Usui et 
al., 2006), it is possible that effect of PIM2 on IL-12Rβ2 and/or STAT4 is mediated at 
least partly via T-bet. Expression of IL-12Rβ2 was still inhibited by PIM2 siRNA at days 
4 to 6 (III, Figure 3B). Since STAT4 and IFNγ are known to induce and maintain the 
expression of IL-12Rβ2 (Chang et al., 1999; Lawless et al., 2000; Letimier et al., 2007; 
Szabo et al., 1997), it is possible that the long-term influence of PIM2 on IL-12Rβ2 is 
mediated through its effects on IFNγ and STAT4. 
5.3.4 PIM2 transiently regulates GATA3 in Th1 cells, but not STAT6 or Th2 
differentiation
GATA3, a major regulator of Th2 cell polarization, is an important inhibitor of Th1 
differentiation. GATA3 has been shown to inhibit the expression of IL-12Rβ2 (Ouyang 
et al., 1998) and Th1 differentiation (Ferber et al., 1999; Ouyang et al., 1998) by 
downregulating STAT4 (Usui et al., 2003). The ability of GATA3 to induce the Th2 
phenotype or to downregulate IFNγ expression is weakened as Th cells differentiate 
into Th1 type cells. T-bet has been shown to inhibit both the expression and the function 
of GATA3, thereby suppressing Th2 cell development (Hwang et al., 2005; Usui et al., 
2006). Also STAT4 has been reported to negatively regulate the expression of GATA3 
(Ouyang et al., 1998). 
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We examined the influence of PIM kinases on the expression of GATA3 and STAT6 
in Th1 polarized cells. Knocking down of PIM2 transiently upregulated GATA3 protein 
at 48h time-point whereas mRNA levels of GATA3 were not significantly changed (III, 
Figure 4 and data not shown). Since T-bet has been shown to regulate GATA3 mainly at 
protein rather than mRNA level (Usui et al., 2006), it is possible that the effect of PIM2 
on GATA3 was mediated at least partly via T-bet. Also the transient regulation of STAT4 
at 24h time-point could have had an effect on GATA3. Unlike GATA3, STAT6 was not 
significantly regulated by PIM2 knockdown at any of the time-points studied (III, Figure 
4).
We also investigated whether PIM2 influences Th2 cell development, as defined by 
expression of a Th2 cell surface marker CRTH2 on Th2-polarized cells. CD4+ cells, 
nucleofected with non-targeting or PIM2-specific siRNAs, were polarized into Th1 and 
Th2 cells for seven days. After this, the cells were stained with CRTH2 antibody and 
analyzed by flow cytometry. PIM2 knockdown didn’t have any influence on CRTH2 
expression on Th2-polarized cells. Taken together, although PIM2 had a transient 
effect on the expression of GATA3 in Th1 polarized cells, it didn’t influence Th2 cell 
differentiation, at least based on the expression of CRTH2 after 7 days of Th2 cell 
polarization. Thus, consistent with their preferential expression in Th1 cells, also the 
functional role of PIM kinases seemed to be more evident in human Th1 than in Th2 cell 
differentiation. 
5.3.5 PIM1 promotes Th1 polarization
Considering that both PIM1 and PIM2 are preferentially expressed in Th1 cells and 
they often have overlapping functions, also the role of PIM1 in Th1 differentiation was 
studied. The reason for mainly focusing on PIM2 in our experiments was that the PIM2-
specific siRNA was much more efficient than any of the PIM1 siRNAs used (III, Table 
1). In spite of this, their effects were rather similar. Both IFNγ and IL-12Rβ2 mRNAs 
were downregulated at the 24h time-point by PIM1 siRNA1 in three independent 
experiments. In addition, depletion of PIM1 with several PIM1-specific siRNA’s (PIM1 
siRNA2 or PIM1 siRNA pool; III, Table 1) led to downregulation of IFNγ mRNA, T-bet 
protein and cell surface IL-12Rβ2 (III, Figure 5 and data not shown). Altogether, our 
results indicated that, similar to PIM2, also PIM1 regulates important Th1-promoting 
factors during Th1 cell differentiation. 
5.3.6 Possible mechanism behind the effects of PIM kinases
Our results suggested that PIM2 induces the transcription of T-bet and IFNγ already 
during the early hours after the activation and Th1 cell polarization. The effect on IL-
12Rβ2 was seen later, at the 24h time-point and onwards. The expression of STAT4 was 
transiently regulated at 24h, whereas GATA3 was inhibited at 48h after Th1 priming 
(summarized in III, Figure 6). Although the regulation of T-bet could at least partly 
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explain the effects seen on IL-12Rβ2, STAT4 and/or GATA3, the exact order and the 
mechanisms behind these events are still unclear. 
The mechanism through which PIM kinases regulate T-bet and IFN-γ transcription 
during the early hours of Th1 polarization is presently unknown. The expression of T-bet 
is regulated by TCR activation and the IFNγ/STAT1 signaling pathway (Afkarian et 
al., 2002; Lighvani et al., 2001). Also IL-12 and STAT4 have been shown to induce 
T-bet at the transcriptional level (Szabo et al., 2000; Usui et al., 2006; Ylikoski et al., 
2005), although this mechanism was shown to take place in the late phase of Th1 cell 
differentiation (Schulz et al., 2009). The expression of IFNγ is also regulated by TCR 
activation and STAT4 (Barbulescu et al., 1998; Mullen et al., 2001). Whether PIM 
kinases can regulate the activity of STAT1 or STAT4 is not known. Our preliminary data 
suggest that PIM2 does not influence the serine phosphorylation of STAT1 at Ser727 or 
STAT4 at Ser721, sites important for their transcriptional activities (Chen et al., 2004b). 
In addition, there are no conserved substrate recognition sequences for PIM kinases 
(Palaty et al., 1997; Peng et al., 2007) in STAT1 or STAT4. Therefore, it is not very likely 
that PIM1 or PIM2 would directly regulate the activities of STAT1 or STAT4 by serine 
phosphorylation.  
NFAT and NF-κB, important inducers of several cytokine genes, have been implicated 
in the Th1/Th2 differentiation process. They have been shown to be involved in the 
early induction of expression of T-bet and IFNγ (Kiani et al., 2001; McCracken et al., 
2007; Sica et al., 1997). Interestingly, both NFAT and NF-κB have been reported to be 
targets of PIM kinases. PIM1 was shown to phosphorylate NFATc1 on serine residues 
and thereby enhance its transcriptional activity (Rainio et al., 2002). PIM2, in turn, 
was shown to stimulate NF-κB-dependent transcription through phosphorylation of the 
oncogenic serine/threonine kinase Cot that activates NF-κB (Hammerman et al., 2004). 
Thus, it is possible that the induction of T-bet and IFN-γ expression by PIM kinases is 
mediated at least partly via NFAT and /or NF-κB activation. 
A possibility based on earlier observations is that PIM kinases influence Th1 cell 
polarization by regulating the RUNX family of transcription factors. PIM1 has been 
shown to phosphorylate RUNX proteins and enhance their transcriptional activity (Aho 
et al., 2006). RUNX proteins, in turn, regulate Th1/Th2 differentiation. RUNX1 has 
been shown to repress GATA3 expression and to inhibit Th2 differentiation (Komine et 
al., 2003). RUNX3, in turn, promotes Th1 polarization in co-operation with T-bet. T-bet 
induces the expression of RUNX3 and they both are required for the maximal production 
of IFNγ in Th1 cells (Djuretic et al., 2007). 
Collectively, it is possible that PIM kinases promote Th1 polarization by several 
mechanisms. They increase the activities of RUNX proteins as well as promote the early 
induction of important Th1-driving factors T-bet, IFNγ and the IL-12/STAT4 signaling 
pathway (shown in Figure 2). Figure 7 shows hypothetical mechanism of the effects of 
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PIM kinases during early Th1 polarization. The figure is based on the data obtained in 
this thesis and other published literature.
Figure 7. Summary of effects of PIM kinases during human Th1 cell polarization. In this 
study, PIM kinases were shown to induce expression of T-bet, IFNγ and IL-12Rβ2 as well as 
transiently inhibit GATA expression. Previously, PIM kinases have been shown to activate RUNX 
proteins, which influence Th1/Th2 polarization by downregulating GATA3 (RUNX1) or inducing 
IFNγ expression (RUNX3). In addition, PIM kinases have been shown to positively regulate the 
activities of both NFAT and NF-κB, known inducers of early T-bet and IFNγ expression. Thus, 
it is possible that PIM kinases promote Th1 differentiation both by stimulating NFAT or NF-kB 
pathways as well as via RUNX proteins. Figure represents data obtained in this thesis (dashed 
line) and data obtained previously by others (solid lines).  
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6 CONCLUSIONS
The selective development of Th1 and Th2 cell subsets plays an essential role in the 
immune system identifying different pathogens and protecting against diseases. The 
relative proportion of Th1 and Th2 cells defines the host defence mechanism but has also 
been implicated in the development of pathogenic responses and many autoimmune and 
inflammatory diseases. Identification of factors regulating the early phases of Th1 and 
Th2 cell differentiation processes is essential for understanding the signaling networks 
and mechanisms behind the development of these diseases as well as for identification of 
new potential targets for the development of novel interventions and therapeutics. 
The aim of this thesis was to identify novel factors regulating Th1 and Th2 
differentiation processes. In order to achieve this, one aim was to set up a feasible assay 
for transfecting resting human primary T lymphocytes – an essential tool for being able to 
study the effects of genes of interest in Th cell differentiation. By combining the benefits 
of two commercial expression vectors and NucleofectorTM technology, we optimized an 
assay for enrichment of transiently transfected unstimulated primary human Th cells 
expressing the gene or shRNA of interest. Nucleofected and enriched cells were shown 
to differentiate into Th1 and Th2 cells as well as the non-transfected control cells. To 
show the functionality of the assay, we demonstrated that introduction of an shRNA 
targeting STAT6, a key molecule driving the Th2 cell development, resulted in impaired 
Th2 cell differentiation, as expected. 
PRELI was identified as a novel, activation-induced mitochondrial protein in human 
Th cells, influencing Th cell apoptosis and differentiation. Our results suggested that 
PRELI, by regulating the intracellular redox state, influences Th2 cell development at 
two levels. It induces mitochondrial apoptosis pathway in these cells, counteracting the 
anti-apoptotic effect of IL-4. PRELI also downregulates STAT6 and Th2 differentiation. 
The data suggested that Calpain, an oxidative stress induced cysteine protease, is involved 
as a mediator in PRELI-induced downregulation of STAT6. In addition, the strength of 
the TCR stimulus was observed to determine the intracellular level of PRELI in cells as 
well as influence Th2 development. This suggested that PRELI is involved – at least in 
part – in the mechanism through which the strength of the TCR stimulus influences the 
polarization of Th2 cells. 
PIM serine/threonine-specific kinases were identified as new regulators of human 
Th1 cell differentiation. PIM1 and PIM2 kinases were established to be preferentially 
expressed in Th1 cells as compared to Th2 cells. During Th2 cell polarization, the 
expression of PIM1 and PIM2 were found to be downregulated by STAT6. Focusing 
on the early initiation stage of Th1 cell polarization, we demonstrated that PIM kinases 
positively influence production of IFNγ, the hallmark cytokine produced by Th1 cells. 
They were also found to induce the expression of the key Th1-driving factor T-bet and 
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the IL-12Rβ2/STAT4 signaling pathway during early phases of Th1 cell differentiation. 
Furthermore, downregulation of PIM kinases during the initiation of Th1 differentiation 
was found to transiently upregulate GATA3, a transcription factor important for Th2 
cell differentiation and an inhibitor of Th1 polarization. Our results together with earlier 
observations suggest that PIM kinases could influence IL-12/STAT4 signaling pathway 
and GATA3 at least partly through the early regulation of T-bet. 
In conclusion, this thesis describes the development and application of an assay that 
enables preparation of highly pure transfected primary Th cell cultures for studying the 
effect of overexpression or knockdown of selected genes on T helper cell differentiation 
and other primary human T cell functions. PRELI and PIM kinases were identified as 
new factors involved in the regulation of human primary Th cell differentiation and 
function, thus providing new information on the mechanisms leading to the selective 
development Th1 and Th2 cell subsets.
 Acknowledgements 63
ACKNOWLEDGEMENTS
This thesis was carried out at the Turku Centre for Biotechnology (CBT), University of 
Turku and Åbo Akademi University and in the Department of Molecular Biochemistry 
and Genetics, University of Turku. I would like to express my gratitude to my supervisor 
and Director of the Centre, Professor Riitta Lahesmaa, for providing me the opportunity 
to work in her research group and to learn how to do research. I would also like to 
acknowledge her for creating excellent facilities at CBT and the enthusiastic and 
encouraging working atmosphere. 
I express my gratitude to the Drug Discovery Graduate School and its former and 
current Directors Professor Pirkko Härkönen and Professor Mika Scheinin for the 
position in the graduate school, organizing interesting scientific symposia and courses, 
as well as supporting financially travelling to scientific meetings abroad. I am also very 
grateful to the members of my supervisory board, Professor Jukka Westermarck, Adjunct 
Professor Eleanor Coffey, Professor Kanury Rao and former member Dr. Heli Putaala 
for their scientific knowledge, valuable advice and guidance during these years. 
Docent Arno Hänninen and Professor Olli Silvennoinen are acknowledged for their 
careful review of the thesis and valuable comments and suggestions. Dr. Robert Moulder 
is warmly thanked for the language revision of the thesis.
I would like to thank my co-authors Dr. Bhawna Gupta, Dr. Maritta Löytömäki 
(née Pykäläinen), Teemu Kallonen, Hanna Lähteenmäki, Dr. Kaisa Heiskanen, Adjunct 
Professor Omid Rasool, Docent Päivi Koskinen, Professor Jukka Westermarck and 
Professor Kanury Rao for collaboration. It was a great pleasure to work and share the 
projects with you.
Marjo Hakkarainen, Sarita Heinonen, Marjo Linja, Outi Melin, Marju Niskala, Paula 
Suominen and Eveliina Virtanen are warmly acknowledged for their excellent technical 
assistance and providing invaluable help in the laboratory. I would also like to thank 
the students I have supervised during my thesis projects, Hanna Lähteenmäki, Teemu 
Kallonen and Antti Ellonen, for their work. In addition, the contribution of the personnel 
at the maternity ward of Turku University Hospital and the blood transfusion centre at 
the Finnish Red Cross, who collected the blood samples needed in this thesis work, has 
been an essential part of this study.
I would like to acknowledge the skillful and helpful staff at the CBT, especially 
people in the secretary office; Sirkku Grönroos, Eva Hirvensalo and Aila Jasmavaara, 
in the Cell Imaging Core; Mika Venojärvi, Jouko Sandholm and Perttu Terho and the 
computer experts Mårten Hedman and Petri Vahakoski. Your help, time and patience is 
highly appreciated!
64 Acknowledgements 
I would like to express my special gratitude to the past and current members of the 
ATLAS group for the nice working environment. Especially, Helena Ahlfors, Jan-Jonas 
Filén, Sanna Filén, Mirkka Heinonen, Henna Järvenpää, Minna Kyläniemi, Riikka Lund, 
Tapio Lönnberg, Maritta Löytömäki, Tiina Naumanen, Elisa Närvä, Pekka Ojala, Nelly 
Rahkonen, Kirsi Rautajoki, Soile Tuomela and Emmi Ylikoski, thank you for sharing 
the joy of being a graduate student, the highs and lows, the scientific and non-scientific 
discussions as well as the lunch hours. It would have been impossible to get through 
these years without you. It has been a pleasure to get to know you all! 
I wish to express my gratitude to my dear friends. Thank you for bringing my life so 
much joyful moments and activities. Being able to share the life’s ups and downs with 
you means everything to me. 
I also wish to thank my family for your love, support and never-ending interest 
towards the topic of my thesis:)  
Finally, my sincerest thanks go to Jari, for your support. Thank you for being there, 
sharing all my moods and providing a shoulder whenever I needed it. You and Emma 
have shown me what really is most important in life.
This work was financially supported by The Academy of Finland; The Sigrid Jusélius 
Foundation; The Department of Biotechnology, The Government of India; The National 
Technology Agency of Finland (TEKES); The Finnish Cultural Foundation; The Turku 
University Hospital EVO Fund; Drug Discovery Graduate School; The Turku University 
Foundation; Systems Biology Research Program; University of Turku/Faculty of 
Medicine/Postgraduate School of Health Sciences; Turun Mikrobiologien Tiedesäätiö; 
The Väinö and Laina Kivi Foundation; The Pulmonary Association Heli; The Ida Montin 




Afkarian, M., Sedy, J.R., Yang, J., Jacobson, N.G., 
Cereb, N., Yang, S.Y., Murphy, T.L., and Murphy, 
K.M. (2002). T-bet is a STAT1-induced regulator 
of IL-12R expression in naive CD4+ T cells. Nat. 
Immunol. 3, 549-57.
Agarwal, S., Avni, O., and Rao, A. (2000). Cell-type-
restricted binding of the transcription factor NFAT 
to a distal IL-4 enhancer in vivo. Immunity 12, 643-
652.
Agarwal, S., and Rao, A. (1998). Modulation of 
chromatin structure regulates cytokine gene 
expression during T cell differentiation. Immunity 
9, 765-775.
Aho, T.L., Lund, R.J., Ylikoski, E.K., Matikainen, 
S., Lahesmaa, R., and Koskinen, P.J. (2005). 
Expression of human pim family genes is selectively 
up-regulated by cytokines promoting T helper type 
1, but not T helper type 2, cell differentiation. 
Immunology 116, 82-88.
Aho, T.L., Sandholm, J., Peltola, K.J., Ito, Y., and 
Koskinen, P.J. (2006). Pim-1 kinase phosphorylates 
RUNX family transcription factors and enhances 
their activity. BMC Cell Biol. 7, 21.
Aho, T.L., Sandholm, J., Peltola, K.J., Mankonen, 
H.P., Lilly, M., and Koskinen, P.J. (2004). Pim-1 
kinase promotes inactivation of the pro-apoptotic 
Bad protein by phosphorylating it on the Ser112 
gatekeeper site. FEBS Lett. 571, 43-49.
Akaishi, H., Takeda, K., Kaisho, T., Shineha, R., Satomi, 
S., Takeda, J., and Akira, S. (1998). Defective IL-
2-mediated IL-2 receptor alpha chain expression in 
Stat3-deficient T lymphocytes. Int. Immunol. 10, 
1747-1751.
Akbari, O., Stock, P., Meyer, E., Kronenberg, M., 
Sidobre, S., Nakayama, T., Taniguchi, M., Grusby, 
M.J., DeKruyff, R.H., and Umetsu, D.T. (2003). 
Essential role of NKT cells producing IL-4 and IL-
13 in the development of allergen-induced airway 
hyperreactivity. Nat. Med. 9, 582-588.
Akiba, H., Miyahira, Y., Atsuta, M., Takeda, K., Nohara, 
C., Futagawa, T., Matsuda, H., Aoki, T., Yagita, H., 
and Okumura, K. (2000). Critical contribution of 
OX40 ligand to T helper cell type 2 differentiation 
in experimental leishmaniasis. J. Exp. Med. 191, 
375-80.
Akimoto, T., Numata, F., Tamura, M., Takata, Y., 
Higashida, N., Takashi, T., Takeda, K., and Akira, 
S. (1998). Abrogation of bronchial eosinophilic 
inflammation and airway hyperreactivity in signal 
transducers and activators of transcription (STAT)6-
deficient mice. J. Exp. Med. 187, 1537-1542.
Al-Shami, A., Spolski, R., Kelly, J., Keane-Myers, A., 
and Leonard, W.J. (2005). A role for TSLP in the 
development of inflammation in an asthma model. J. 
Exp. Med. 202, 829-839.
Amsen, D., Antov, A., and Flavell, R.A. (2009). 
The different faces of Notch in T-helper-cell 
differentiation. Nat. Rev. Immunol. 9, 116-124.
Amsen, D., Antov, A., Jankovic, D., Sher, A., Radtke, 
F., Souabni, A., Busslinger, M., McCright, B., 
Gridley, T., and Flavell, R.A. (2007). Direct 
regulation of Gata3 expression determines the T 
helper differentiation potential of Notch. Immunity 
27, 89-99.
Anantharaman, V., and Aravind, L. (2002). The 
GOLD domain, a novel protein module involved 
in Golgi function and secretion. Genome Biol. 3, 
research0023.
Annunziato, F., Cosmi, L., Santarlasci, V., Maggi, 
L., Liotta, F., Mazzinghi, B., Parente, E., Fili, L., 
Ferri, S., Frosali, F., et al. (2007). Phenotypic and 
functional features of human Th17 cells. J. Exp. 
Med. 204, 1849-1861.
Annunziato, F., and Romagnani, S. (2009). Do studies 
in humans better depict Th17 cells? Blood 114, 
2213-2219.
Ansel, K.M., Lee, D.U., and Rao, A. (2003). An 
epigenetic view of helper T cell differentiation. Nat. 
Immunol. 4, 616-23.
Arimura, A., vn Peer, M., Schroder, A.J., and Rothman, 
P.B. (2004). The transcriptional co-activator p/CIP 
(NCoA-3) is up-regulated by STAT6 and serves as 
a positive regulator of transcriptional activation by 
STAT6. J. Biol. Chem. 279, 31105-31112.
Aronica, M.A., Mora, A.L., Mitchell, D.B., Finn, 
P.W., Johnson, J.E., Sheller, J.R., and Boothby, 
M.R. (1999). Preferential role for NF-kappa B/
Rel signaling in the type 1 but not type 2 T cell-
dependent immune response in vivo. J. Immunol. 
163, 5116-5124.
Artis, D., Villarino, A., Silverman, M., He, W., 
Thornton, E.M., Mu, S., Summer, S., Covey, T.M., 
Huang, E., Yoshida, H., et al. (2004). The IL-27 
receptor (WSX-1) is an inhibitor of innate and 
adaptive elements of type 2 immunity. J. Immunol. 
173, 5626-5634.
Au-Yeung, B.B., Katzman, S.D., and Fowell, D.J. 
(2006). Cutting edge: Itk-dependent signals required 
for CD4+ T cells to exert, but not gain, Th2 effector 
function. J. Immunol. 176, 3895-3899.
Avni, O., Lee, D., Macian, F., Szabo, S.J., Glimcher, 
L.H., and Rao, A. (2002). T(H) cell differentiation 
is accompanied by dynamic changes in histone 
acetylation of cytokine genes. Nat. Immunol. 3, 
643-51.
Bachmann, M., Hennemann, H., Xing, P.X., 
Hoffmann, I., and Moroy, T. (2004). The oncogenic 
serine/threonine kinase Pim-1 phosphorylates and 
inhibits the activity of Cdc25C-associated kinase 
66 References 
1 (C-TAK1): a novel role for Pim-1 at the G2/M 
cell cycle checkpoint. J. Biol. Chem. 279, 48319-
48328.
Bachmann, M., and Moroy, T. (2005). The serine/
threonine kinase Pim-1. Int. J. Biochem. Cell Biol. 
37, 726-730.
Bai, Y., Soda, Y., Izawa, K., Tanabe, T., Kang, X., 
Tojo, A., Hoshino, H., Miyoshi, H., Asano, S., and 
Tani, K. (2003). Effective transduction and stable 
transgene expression in human blood cells by a 
third-generation lentiviral vector. Gene Ther. 10, 
1446-1457.
Barbulescu, K., Becker, C., Schlaak, J.F., Schmitt, E., 
Meyer zum Buschenfelde, K.H., and Neurath, M.F. 
(1998). IL-12 and IL-18 differentially regulate the 
transcriptional activity of the human IFN-gamma 
promoter in primary CD4+ T lymphocytes. J. 
Immunol. 160, 3642-3647.
Barbulescu, K., Meyer zum Buschenfelde, K.H., and 
Neurath, M.F. (1997). Constitutive and inducible 
protein/DNA interactions of the interferon-gamma 
promoter in vivo in [corrected] CD45RA and 
CD45R0 T helper subsets. Eur. J. Immunol. 27, 
1098-1107.
Bennett, B.L., Cruz, R., Lacson, R.G., and Manning, 
A.M. (1997). Interleukin-4 suppression of tumor 
necrosis factor alpha-stimulated E- selectin gene 
transcription is mediated by STAT6 antagonism of 
NF- kappaB. J. Biol. Chem. 272, 10212-1029.
Binne, L.L., Scott, M.L., and Rennert, P.D. (2007). 
Human TIM-1 associates with the TCR complex and 
up-regulates T cell activation signals. J. Immunol. 
178, 4342-4350.
Brandt, K., van der Bosch, J., Fliegert, R., and 
Gehring, S. (2002). TSST-1 induces Th1 or Th2 
differentiation in naive CD4+ T cells in a dose- and 
APC-dependent manner. Scand. J. Immunol. 56, 
572-579.
Brenner, D., and Mak, T.W. (2009). Mitochondrial cell 
death effectors. Curr. Opin. Cell Biol. 21, 1-7.
Brogdon, J.L., Leitenberg, D., and Bottomly, K. 
(2002). The potency of TCR signaling differentially 
regulates NFATc/p activity and early IL-4 
transcription in naive CD4+ T cells. J. Immunol. 
168, 3825-332.
Brown, D.R., Fowell, D.J., Corry, D.B., Wynn, T.A., 
Moskowitz, N.H., Cheever, A.W., Locksley, R.M., 
and Reiner, S.L. (1996). Beta 2-microglobulin-
dependent NK1.1+ T cells are not essential for T 
helper cell 2 immune responses. J. Exp. Med. 184, 
1295-1304.
Bryant, V.L., Ma, C.S., Avery, D.T., Li, Y., Good, K.L., 
Corcoran, L.M., de Waal Malefyt, R., and Tangye, 
S.G. (2007). Cytokine-mediated regulation of 
human B cell differentiation into Ig-secreting cells: 
predominant role of IL-21 produced by CXCR5+ T 
follicular helper cells. J. Immunol. 179, 8180-8190.
Chan, S.H., Perussia, B., Gupta, J.W., Kobayashi, M., 
Pospisil, M., Young, H.A., Wolf, S.F., Young, D., 
Clark, S.C., and Trinchieri, G. (1991). Induction of 
interferon gamma production by natural killer cell 
stimulatory factor: characterization of the responder 
cells and synergy with other inducers. J. Exp. Med. 
173, 869-879.
Chang, J.T., Shevach, E.M., and Segal, B.M. (1999). 
Regulation of interleukin (IL)-12 receptor beta2 
subunit expression by endogenous IL-12: a critical 
step in the differentiation of pathogenic autoreactive 
T cells. J. Exp. Med. 189, 969-978.
Chen, Q., Crosby, M., and Almasan, A. (2003). 
Redox Regulation of Apoptosis before and after 
Cytochrome C Release. Korean J. Biol. Sci. 7, 1-9.
Chen, Q., Ghilardi, N., Wang, H., Baker, T., Xie, 
M.H., Gurney, A., Grewal, I.S., and de Sauvage, 
F.J. (2000). Development of Th1-type immune 
responses requires the type I cytokine receptor 
TCCR. Nature 407, 916-920.
Chen, W., Daines, M.O., and Hershey, G.K. 
(2004a). Methylation of STAT6 modulates STAT6 
phosphorylation, nuclear translocation, and DNA-
binding activity. J. Immunol. 172, 6744-6750.
Chen, W., Daines, M.O., and Khurana Hershey, G.K. 
(2004b). Turning off signal transducer and activator 
of transcription (STAT): the negative regulation of 
STAT signaling. J. Allergy Clin. Immunol. 114, 476-
89; quiz 490.
Chen, X.P., Losman, J.A., Cowan, S., Donahue, E., 
Fay, S., Vuong, B.Q., Nawijn, M.C., Capece, D., 
Cohan, V.L., and Rothman, P. (2002). Pim serine/
threonine kinases regulate the stability of Socs-1 
protein. Proc. Natl. Acad. Sci. U. S. A. 99, 2175-
280.
Chow, C.W., Dong, C., Flavell, R.A., and Davis, 
R.J. (2000). c-Jun NH(2)-terminal kinase inhibits 
targeting of the protein phosphatase calcineurin to 
NFATc1. Mol. Cell. Biol. 20, 5227-5234.
Cippitelli, M., Sica, A., Viggiano, V., Ye, J., Ghosh, 
P., Birrer, M.J., and Young, H.A. (1995). Negative 
transcriptional regulation of the interferon-gamma 
promoter by glucocorticoids and dominant negative 
mutants of c-Jun. J. Biol. Chem. 270, 12548-12556.
Coccia, E.M., Passini, N., Battistini, A., Pini, C., 
Sinigaglia, F., and Rogge, L. (1999). Interleukin-12 
induces expression of interferon regulatory factor-1 
via signal transducer and activator of transcription-4 
in human T helper type 1 cells. J. Biol. Chem. 274, 
6698-703.
Constant, S., Pfeiffer, C., Woodard, A., Pasqualini, T., 
and Bottomly, K. (1995). Extent of T cell receptor 
ligation can determine the functional differentiation 
of naive CD4+ T cells. J. Exp. Med. 182, 1591-156.
Corn, R.A., Aronica, M.A., Zhang, F., Tong, Y., 
Stanley, S.A., Kim, S.R., Stephenson, L., Enerson, 
B., McCarthy, S., Mora, A., and Boothby, M. 
(2003). T cell-intrinsic requirement for NF-kappa 
B induction in postdifferentiation IFN-gamma 
 References 67
production and clonal expansion in a Th1 response. 
J. Immunol. 171, 1816-1824.
Corry, D.B., Reiner, S.L., Linsley, P.S., and Locksley, 
R.M. (1994). Differential effects of blockade of 
CD28-B7 on the development of Th1 or Th2 effector 
cells in experimental leishmaniasis. J. Immunol. 
153, 4142-4148.
Cosmi, L., Annunziato, F., Galli, M.I.G., Maggi, 
R.M.E., Nagata, K., and Romagnani, S. (2000). 
CRTH2 is the most reliable marker for the detection 
of circulating human type 2 Th and type 2 T cytotoxic 
cells in health and disease. Eur. J. Immunol. 30, 
2972-2979.
Cote-Sierra, J., Foucras, G., Guo, L., Chiodetti, L., 
Young, H.A., Hu-Li, J., Zhu, J., and Paul, W.E. 
(2004). Interleukin 2 plays a central role in Th2 
differentiation. Proc. Natl. Acad. Sci. U. S. A. 101, 
3880-3885.
Cui, X., Zhang, L., Luo, J., Rajasekaran, A., Hazra, 
S., Cacalano, N., and Dubinett, S.M. (2007). 
Unphosphorylated STAT6 contributes to constitutive 
cyclooxygenase-2 expression in human non-small 
cell lung cancer. Oncogene 26, 4253-4260.
Curotto de Lafaille, M.A., and Lafaille, J.J. (2009). 
Natural and adaptive foxp3+ regulatory T cells: 
more of the same or a division of labor? Immunity 
30, 626-635.
Dardalhon, V., Awasthi, A., Kwon, H., Galileos, G., 
Gao, W., Sobel, R.A., Mitsdoerffer, M., Strom, T.B., 
Elyaman, W., Ho, I.C., et al. (2008). IL-4 inhibits 
TGF-beta-induced Foxp3+ T cells and, together 
with TGF-beta, generates IL-9+ IL-10+ Foxp3(-) 
effector T cells. Nat. Immunol. 9, 1347-1355.
De Fanis, U., Mori, F., Kurnat, R.J., Lee, W.K., Bova, 
M., Adkinson, N.F.,Jr, and Casolaro, V. (2007). 
GATA3 upregulation associated with surface 
expression of CD294/CRTH2: a unique feature of 
human Th cells. Blood 109, 4343-4350.
Del Prete, G., De Carli, M., D’Elios, M.M., Daniel, 
K.C., Almerigogna, F., Alderson, M., Smith, C.A., 
Thomas, E., and Romagnani, S. (1995). CD30-
mediated signaling promotes the development of 
human T helper type 2-like T cells. J. Exp. Med. 
182, 1655-1661.
Dent, A.L., Shaffer, A.L., Yu, X., Allman, D., and 
Staudt, L.M. (1997). Control of inflammation, 
cytokine expression, and germinal center formation 
by BCL-6. Science 276, 589-92.
Dickensheets, H., Vazquez, N., Sheikh, F., Gingras, 
S., Murray, P.J., Ryan, J.J., and Donnelly, R.P. 
(2007). Suppressor of cytokine signaling-1 is an 
IL-4-inducible gene in macrophages and feedback 
inhibits IL-4 signaling. Genes Immun. 8, 21-27.
Djuretic, I.M., Levanon, D., Negreanu, V., Groner, 
Y., Rao, A., and Ansel, K.M. (2007). Transcription 
factors T-bet and Runx3 cooperate to activate 
Ifng and silence Il4 in T helper type 1 cells. Nat. 
Immunol. 8, 145-153.
Dodeller, F., Skapenko, A., Kalden, J.R., Lipsky, P.E., 
and Schulze-Koops, H. (2005). The p38 mitogen-
activated protein kinase regulates effector functions 
of primary human CD4 T cells. Eur. J. Immunol. 35, 
3631-3642.
Dong, C., Yang, D.D., Wysk, M., Whitmarsh, A.J., 
Davis, R.J., and Flavell, R.A. (1998). Defective T 
cell differentiation in the absence of Jnk1. Science 
282, 2092-205.
Eichmann, A., Yuan, L., Breant, C., Alitalo, K., and 
Koskinen, P.J. (2000). Developmental expression of 
pim kinases suggests functions also outside of the 
hematopoietic system. Oncogene 19, 1215-1224.
Elser, B., Lohoff, M., Kock, S., Giaisi, M., Kirchhoff, 
S., Krammer, P.H., and Li-Weber, M. (2002). IFN-
gamma represses IL-4 expression via IRF-1 and 
IRF-2. Immunity 17, 703-12.
Fang, T.C., Yashiro-Ohtani, Y., Del Bianco, C., 
Knoblock, D.M., Blacklow, S.C., and Pear, W.S. 
(2007). Notch directly regulates Gata3 expression 
during T helper 2 cell differentiation. Immunity 27, 
100-110.
Feldman, J.D., Vician, L., Crispino, M., Tocco, G., 
Marcheselli, V.L., Bazan, N.G., Baudry, M., and 
Herschman, H.R. (1998). KID-1, a protein kinase 
induced by depolarization in brain. J. Biol. Chem. 
273, 16535-16543.
Ferber, I.A., Lee, H.J., Zonin, F., Heath, V., Mui, 
A., Arai, N., and O’Garra, A. (1999). GATA-3 
significantly downregulates IFN-gamma production 
from developing Th1 cells in addition to inducing 
IL-4 and IL-5 levels. Clin. Immunol. 91, 134-144.
Fields, P.E., Kim, S.T., and Flavell, R.A. (2002). 
Changes in histone acetylation at the IL-4 and IFN-
gamma loci accompany Th1/Th2 differentiation. J. 
Immunol. 169, 647-650.
Filen, S., Ylikoski, E., Tripathi, S., West, A., Bjorkman, 
M., Nystrom, J., Ahlfors, H., Coffey, E., Rao, K.V., 
Rasool, O., and Lahesmaa, R. (2010). Activating 
Transcription Factor 3 Is a Positive Regulator of 
Human IFNG Gene Expression. J. Immunol. 184, 
4990-4999.
Finkelman, F.D., Morris, S.C., Orekhova, T., Mori, M., 
Donaldson, D., Reiner, S.L., Reilly, N.L., Schopf, 
L., and Urban, J.F.,Jr. (2000). Stat6 regulation of in 
vivo IL-4 responses. J. Immunol. 164, 2303-210.
Finotto, S., Neurath, M.F., Glickman, J.N., Qin, S., 
Lehr, H.A., Green, F.H., Ackerman, K., Haley, K., 
Galle, P.R., Szabo, S.J., et al. (2002). Development of 
spontaneous airway changes consistent with human 
asthma in mice lacking T-bet. Science 295, 336-38.
Flaherty, D.M., Hinde, S.L., Monick, M.M., 
Powers, L.S., Bradford, M.A., Yarovinsky, T., and 
Hunninghake, G.W. (2004). Adenovirus vectors 
activate survival pathways in lung epithelial cells. 
Am. J. Physiol. Lung Cell. Mol. Physiol. 287, L393-
401.
68 References 
Fowell, D.J., Shinkai, K., Liao, X.C., Beebe, A.M., 
Coffman, R.L., Littman, D.R., and Locksley, R.M. 
(1999). Impaired NFATc translocation and failure 
of Th2 development in Itk- deficient CD4+ T cells. 
Immunity 11, 399-409.
Fox, C.J., Hammerman, P.S., Cinalli, R.M., Master, 
S.R., Chodosh, L.A., and Thompson, C.B. 
(2003). The serine/threonine kinase Pim-2 is a 
transcriptionally regulated apoptotic inhibitor. 
Genes Dev. 17, 1841-1854.
Fox, C.J., Hammerman, P.S., and Thompson, C.B. 
(2005). The Pim kinases control rapamycin-resistant 
T cell survival and activation. J. Exp. Med. 201, 
259-266.
Fox, E.J., Stubbs, S.A., Kyaw Tun, J., Leek, J.P., 
Markham, A.F., and Wright, S.C. (2004). PRELI 
(protein of relevant evolutionary and lymphoid 
interest) is located within an evolutionarily conserved 
gene cluster on chromosome 5q34-q35 and encodes 
a novel mitochondrial protein. Biochem. J. 378, 
817-825.
Frezza, C., Cipolat, S., Martins de Brito, O., Micaroni, 
M., Beznoussenko, G.V., Rudka, T., Bartoli, D., 
Polishuck, R.S., Danial, N.N., De Strooper, B., and 
Scorrano, L. (2006). OPA1 controls apoptotic cristae 
remodeling independently from mitochondrial 
fusion. Cell 126, 177-189.
Frucht, D.M., Fukao, T., Bogdan, C., Schindler, H., 
O’Shea, J.J., and Koyasu, S. (2001). IFN-gamma 
production by antigen-presenting cells: mechanisms 
emerge. Trends Immunol. 22, 556-60.
Gately, M.K., Renzetti, L.M., Magram, J., Stern, A.S., 
Adorini, L., Gubler, U., and Presky, D.H. (1998). 
The interleukin-12/interleukin-12-receptor system: 
role in normal and pathologic immune responses. 
Annu. Rev. Immunol. 16, 495-521.
Gewinner, C., Hart, G., Zachara, N., Cole, R., 
Beisenherz-Huss, C., and Groner, B. (2004). The 
coactivator of transcription CREB-binding protein 
interacts preferentially with the glycosylated form 
of Stat5. J. Biol. Chem. 279, 3563-3572.
Gingras, S., Simard, J., Groner, B., and Pfitzner, E. 
(1999). p300/CBP is required for transcriptional 
induction by interleukin-4 and interacts with Stat6. 
Nucleic Acids Res. 27, 2722-279.
Glimcher, L.H., and Murphy, K.M. (2000). Lineage 
commitment in the immune system: the T helper 
lymphocyte grows up. Genes Dev. 14, 1693-1711.
Griparic, L., Kanazawa, T., and van der Bliek, A.M. 
(2007). Regulation of the mitochondrial dynamin-
like protein Opa1 by proteolytic cleavage. J. Cell 
Biol. 178, 757-764.
Gupta, S., Jiang, M., Anthony, A., and Pernis, A.B. 
(1999). Lineage-specific modulation of interleukin 
4 signaling by interferon regulatory factor 4. J. Exp. 
Med. 190, 1837-148.
Guzman-Rojas, L., Sims, J.C., Rangel, R., Guret, 
C., Sun, Y., Alcocer, J.M., and Martinez-Valdez, 
H. (2000). PRELI, the human homologue of the 
avian px19, is expressed by germinal center B 
lymphocytes. Int. Immunol. 12, 607-612.
Hammerman, P.S., Fox, C.J., Cinalli, R.M., Xu, A., 
Wagner, J.D., Lindsten, T., and Thompson, C.B. 
(2004). Lymphocyte transformation by Pim-2 is 
dependent on nuclear factor-kappaB activation. 
Cancer Res. 64, 8341-8348.
Hanson, E.M., Dickensheets, H., Qu, C.K., Donnelly, 
R.P., and Keegan, A.D. (2003). Regulation of the 
dephosphorylation of Stat6. Participation of Tyr-
713 in the interleukin-4 receptor alpha, the tyrosine 
phosphatase SHP-1, and the proteasome. J. Biol. 
Chem. 278, 3903-3911.
Haque, S.J., Harbor, P., Tabrizi, M., Yi, T., and 
Williams, B.R. (1998). Protein-tyrosine phosphatase 
Shp-1 is a negative regulator of IL-4- and IL-13-
dependent signal transduction. J. Biol. Chem. 273, 
33893-33896.
Harris, M.B., Chang, C.C., Berton, M.T., Danial, N.N., 
Zhang, J., Kuehner, D., Ye, B.H., Kvatyuk, M., 
Pandolfi, P.P., Cattoretti, G., Dalla-Favera, R., and 
Rothman, P.B. (1999). Transcriptional repression 
of Stat6-dependent interleukin-4-induced genes by 
BCL-6: specific regulation of iepsilon transcription 
and immunoglobulin E switching. Mol. Cell. Biol. 
19, 7264-7275.
Hebenstreit, D., Luft, P., Schmiedlechner, A., Duschl, 
A., and Horejs-Hoeck, J. (2005). SOCS-1 and 
SOCS-3 inhibit IL-4 and IL-13 induced activation 
of Eotaxin-3/CCL26 gene expression in HEK293 
cells. Mol. Immunol. 42, 295-303.
Hebenstreit, D., Wirnsberger, G., Horejs-Hoeck, J., 
and Duschl, A. (2006). Signaling mechanisms, 
interaction partners, and target genes of STAT6. 
Cytokine Growth Factor Rev. 17, 173-188.
Hemmers, S., and Mowen, K.A. (2009). T(H)2 bias: 
Mina tips the balance. Nat. Immunol. 10, 806-808.
Herndon, T.M., Juang, Y.T., Solomou, E.E., Rothwell, 
S.W., Gourley, M.F., and Tsokos, G.C. (2002). 
Direct transfer of p65 into T lymphocytes from 
systemic lupus erythematosus patients leads to 
increased levels of interleukin-2 promoter activity. 
Clin. Immunol. 103, 145-153.
Hibbert, L., Pflanz, S., De Waal Malefyt, R., and 
Kastelein, R.A. (2003). IL-27 and IFN-alpha 
signal via Stat1 and Stat3 and induce T-Bet and IL-
12Rbeta2 in naive T cells. J. Interferon Cytokine 
Res. 23, 513-22.
Hirahara, K., Yamashita, M., Iwamura, C., Shinoda, K., 
Hasegawa, A., Yoshizawa, H., Koseki, H., Gejyo, 
F., and Nakayama, T. (2008). Repressor of GATA 
regulates TH2-driven allergic airway inflammation 
and airway hyperresponsiveness. J. Allergy Clin. 
Immunol. 122, 512-20.e11.
Ho, I.C., Hodge, M.R., Rooney, J.W., and Glimcher, 
L.H. (1996). The proto-oncogene c-maf is 
responsible for tissue-specific expression of 
interleukin-4. Cell 85, 973-983.
 References 69
Hodge, M.R., Ranger, A.M., Charles de la Brousse, F., 
Hoey, T., Grusby, M.J., and Glimcher, L.H. (1996). 
Hyperproliferation and dysregulation of IL-4 
expression in NF-ATp-deficient mice. Immunity 4, 
397-405.
Hogan, P.G., Chen, L., Nardone, J., and Rao, A. (2003). 
Transcriptional regulation by calcium, calcineurin, 
and NFAT. Genes Dev. 17, 2205-2232.
Hossain, M.B., Hosokawa, H., Hasegawa, A., Watarai, 
H., Taniguchi, M., Yamashita, M., and Nakayama, 
T. (2008). Lymphoid enhancer factor interacts with 
GATA-3 and controls its function in T helper type 2 
cells. Immunology 125, 377-386.
Huang, H., Hu-Li, J., Chen, H., Ben-Sasson, S.Z., 
and Paul, W.E. (1997). IL-4 and IL-13 production 
in differentiated T helper type 2 cells is not IL-4 
dependent. J. Immunol. 159, 3731-3738.
Hwang, E.S., Szabo, S.J., Schwartzberg, P.L., and 
Glimcher, L.H. (2005). T helper cell fate specified 
by kinase-mediated interaction of T-bet with GATA-
3. Science 307, 430-43.
Hämäläinen, H.K., Tubman, J.C., Vikman, S., Kyrola, 
T., Ylikoski, E., Warrington, J.A., and Lahesmaa, R. 
(2001). Identification and validation of endogenous 
reference genes for expression profiling of T helper 
cell differentiation by quantitative real-time RT-
PCR. Anal. Biochem. 299, 63-70.
Imam, S.A., Guyton, M.K., Haque, A., Vandenbark, 
A., Tyor, W.R., Ray, S.K., and Banik, N.L. 
(2007). Increased calpain correlates with Th1 
cytokine profile in PBMCs from MS patients. J. 
Neuroimmunol. 190,139-145,
Ionov, Y., Le, X., Tunquist, B.J., Sweetenham, J., 
Sachs, T., Ryder, J., Johnson, T., Lilly, M.B., and 
Kraft, A.S. (2003). Pim-1 protein kinase is nuclear 
in Burkitt’s lymphoma: nuclear localization is 
necessary for its biologic effects. Anticancer Res. 
23, 167-178.
Ishihara, I., Minami, Y., Nishizaki, T., Matsuoka, 
T., and Yamamura, H. (2000). Activation of 
calpain precedes morphological alterations during 
hydrogen peroxide-induced apoptosis in neuronally 
differentiated mouse embryonal carcinoma P19 cell 
line. Neurosci. Lett. 279, 97-100.
Ishihara, N., Fujita, Y., Oka, T., and Mihara, K. (2006). 
Regulation of mitochondrial morphology through 
proteolytic cleavage of OPA1. EMBO J. 25, 2966-
2977.
Ito, T., Wang, Y.H., Duramad, O., Hori, T., Delespesse, 
G.J., Watanabe, N., Qin, F.X., Yao, Z., Cao, W., 
and Liu, Y.J. (2005). TSLP-activated dendritic cells 
induce an inflammatory T helper type 2 cell response 
through OX40 ligand. J. Exp. Med. 202, 1213-1223.
Iwasaki, M., Nagata, K., Takano, S., Takahashi, K., 
Ishii, N., and Ikezawa, Z. (2002). Association of a 
new-type prostaglandin D2 receptor CRTH2 with 
circulating T helper 2 cells in patients with atopic 
dermatitis. J. Invest. Dermatol. 119, 609-616.
Jankovic, D., Kullberg, M.C., Noben-Trauth, N., 
Caspar, P., Paul, W.E., and Sher, A. (2000). Single 
cell analysis reveals that IL-4 receptor/Stat6 
signaling is not required for the in vivo or in vitro 
development of CD4+ lymphocytes with a Th2 
cytokine profile. J. Immunol. 164, 3047-3055.
Jenner, R.G., Townsend, M.J., Jackson, I., Sun, K., 
Bouwman, R.D., Young, R.A., Glimcher, L.H., and 
Lord, G.M. (2009). The transcription factors T-bet 
and GATA-3 control alternative pathways of T-cell 
differentiation through a shared set of target genes. 
Proc. Natl. Acad. Sci. U. S. A. 106, 17876-17881.
Josefowicz, S.Z., and Rudensky, A. (2009). Control 
of regulatory T cell lineage commitment and 
maintenance. Immunity 30, 616-625.
Kallinich, T., Beier, K.C., Gelfand, E.W., Kroczek, 
R.A., and Hamelmann, E. (2005). Co-stimulatory 
molecules as potential targets for therapeutic 
intervention in allergic airway disease. Clin. Exp. 
Allergy 35, 1521-1534.
Kaminuma, O., Kitamura, F., Kitamura, N., Miyagishi, 
M., Taira, K., Yamamoto, K., Miura, O., and 
Miyatake, S. (2004). GATA-3 suppresses IFN-
gamma promoter activity independently of binding 
to cis-regulatory elements. FEBS Lett. 570, 63-68.
Kaplan, M.H., Schindler, U., Smiley, S.T., and Grusby, 
M.J. (1996a). Stat6 is required for mediating 
responses to IL-4 and for development of Th2 cells. 
Immunity 4, 313-319.
Kaplan, M.H., Sun, Y.L., Hoey, T., and Grusby, M.J. 
(1996b). Impaired IL-12 responses and enhanced 
development of Th2 cells in Stat4- deficient mice. 
Nature 382, 174-177.
Kaplan, M.H., Wurster, A.L., and Grusby, M.J. (1998). 
A signal transducer and activator of transcription 
(Stat)4-independent pathway for the development of 
T helper type 1 cells. J. Exp. Med. 188, 1191-1196.
Khademi, M., Illes, Z., Gielen, A.W., Marta, M., 
Takazawa, N., Baecher-Allan, C., Brundin, L., 
Hannerz, J., Martin, C., Harris, R.A., et al. (2004). T 
Cell Ig- and mucin-domain-containing molecule-3 
(TIM-3) and TIM-1 molecules are differentially 
expressed on human Th1 and Th2 cells and in 
cerebrospinal fluid-derived mononuclear cells in 
multiple sclerosis. J. Immunol. 172, 7169-7176.
Kiani, A., Garcia-Cozar, F.J., Habermann, I., Laforsch, 
S., Aebischer, T., Ehninger, G., and Rao, A. (2001). 
Regulation of interferon-gamma gene expression by 
nuclear factor of activated T cells. Blood 98, 1480-
148.
Kim, J.I., Ho, I.C., Grusby, M.J., and Glimcher, L.H. 
(1999). The transcription factor c-Maf controls 
the production of interleukin-4 but not other Th2 
cytokines. Immunity 10, 745-51.
Kobayashi, M., Fitz, L., Ryan, M., Hewick, R.M., 
Clark, S.C., Chan, S., Loudon, R., Sherman, F., 
Perussia, B., and Trinchieri, G. (1989). Identification 
and purification of natural killer cell stimulatory 
factor (NKSF), a cytokine with multiple biologic 
70 References 
effects on human lymphocytes. J. Exp. Med. 170, 
827-845.
Koike, N., Maita, H., Taira, T., Ariga, H., and Iguchi-
Ariga, S.M. (2000). Identification of heterochromatin 
protein 1 (HP1) as a phosphorylation target by Pim-
1 kinase and the effect of phosphorylation on the 
transcriptional repression function of HP1(1). FEBS 
Lett. 467, 17-21.
Komine, O., Hayashi, K., Natsume, W., Watanabe, T., 
Seki, Y., Seki, N., Yagi, R., Sukzuki, W., Tamauchi, 
H., Hozumi, K., et al. (2003). The Runx1 transcription 
factor inhibits the differentiation of naive CD4+ 
T cells into the Th2 lineage by repressing GATA3 
expression. J. Exp. Med. 198, 51-61.
Korn, T., Bettelli, E., Oukka, M., and Kuchroo, V.K. 
(2009). IL-17 and Th17 Cells. Annu. Rev. Immunol. 
27, 485-517.
Kuperman, D., Schofield, B., Wills-Karp, M., and 
Grusby, M.J. (1998). Signal transducer and 
activator of transcription factor 6 (Stat6)- deficient 
mice are protected from antigen-induced airway 
hyperresponsiveness and mucus production. J. Exp. 
Med. 187, 939-948.
Kurata, H., Lee, H.J., McClanahan, T., Coffman, 
R.L., O’Garra, A., and Arai, N. (2002). Friend of 
GATA is expressed in naive Th cells and functions 
as a repressor of GATA-3-mediated Th2 cell 
development. J. Immunol. 168, 4538-4545.
Kurata, H., Lee, H.J., O’Garra, A., and Arai, N. 
(1999). Ectopic expression of activated Stat6 
induces the expression of Th2- specific cytokines 
and transcription factors in developing Th1 cells. 
Immunity 11, 677-688.
Lamkanfi, M., Festjens, N., Declercq, W., Vanden 
Berghe, T., and Vandenabeele, P. (2007). Caspases 
in cell survival, proliferation and differentiation. 
Cell Death Differ. 14, 44-55.
Lawless, V.A., Zhang, S., Ozes, O.N., Bruns, H.A., 
Oldham, I., Hoey, T., Grusby, M.J., and Kaplan, 
M.H. (2000). Stat4 regulates multiple components 
of IFN-gamma-inducing signaling pathways. J. 
Immunol. 165, 6803-688.
Leitenberg, D., and Bottomly, K. (1999). Regulation of 
naive T cell differentiation by varying the potency 
of TCR signal transduction. Semin. Immunol. 11, 
283-292.
Lemaire, C., Andr au, K., Fraisse, C.S., Adam, A., and 
Souvannavong, V. (1999). IL-4 inhibits apoptosis 
and prevents mitochondrial damage without 
inducing the switch to necrosis observed with 
caspase inhibitors. Cell Death Differ. 6, 813-820.
Lenardo, M., Chan, K.M., Hornung, F., McFarland, H., 
Siegel, R., Wang, J., and Zheng, L. (1999). Mature 
T lymphocyte apoptosis--immune regulation in a 
dynamic and unpredictable antigenic environment. 
Annu. Rev. Immunol. 17, 221-253.
Lenschow, D.J., Herold, K.C., Rhee, L., Patel, 
B., Koons, A., Qin, H.Y., Fuchs, E., Singh, B., 
Thompson, C.B., and Bluestone, J.A. (1996). 
CD28/B7 regulation of Th1 and Th2 subsets in the 
development of autoimmune diabetes. Immunity 5, 
285-293.
Letimier, F.A., Passini, N., Gasparian, S., Bianchi, E., 
and Rogge, L. (2007). Chromatin remodeling by the 
SWI/SNF-like BAF complex and STAT4 activation 
synergistically induce IL-12Rbeta2 expression 
during human Th1 cell differentiation. EMBO J. 26, 
1292-1302.
Leverson, J.D., Koskinen, P.J., Orrico, F.C., Rainio, 
E.M., Jalkanen, K.J., Dash, A.B., Eisenman, R.N., and 
Ness, S.A. (1998). Pim-1 kinase and p100 cooperate 
to enhance c-Myb activity. Mol. Cell 2, 417-425.
Li, B., Tournier, C., Davis, R.J., and Flavell, R.A. 
(1999). Regulation of IL-4 expression by the 
transcription factor JunB during T helper cell 
differentiation. EMBO J. 18, 420-432.
Li, B., Yu, H., Zheng, W., Voll, R., Na, S., Roberts, A.W., 
Williams, D.A., Davis, R.J., Ghosh, S., and Flavell, 
R.A. (2000). Role of the guanosine triphosphatase 
Rac2 in T helper 1 cell differentiation. Science 288, 
2219-222.
Liao, W., Schones, D.E., Oh, J., Cui, Y., Cui, K., Roh, 
T.Y., Zhao, K., and Leonard, W.J. (2008). Priming 
for T helper type 2 differentiation by interleukin 
2-mediated induction of interleukin 4 receptor alpha-
chain expression. Nat. Immunol. 9, 1288-1296.
Lighvani, A.A., Frucht, D.M., Jankovic, D., Yamane, 
H., Aliberti, J., Hissong, B.D., Nguyen, B.V., 
Gadina, M., Sher, A., Paul, W.E., and O’Shea, 
J.J. (2001). T-bet is rapidly induced by interferon-
gamma in lymphoid and myeloid cells. Proc. Natl. 
Acad. Sci. U. S. A. 98, 15137-1542.
Linterman, M.A., and Vinuesa, C.G. (2010). Signals 
that influence T follicular helper cell differentiation 
and function. Semin. Immunopathol. 
Litterst, C.M., and Pfitzner, E. (2002). An LXXLL 
motif in the transactivation domain of STAT6 
mediates recruitment of NCoA-1/SRC-1. J. Biol. 
Chem. 277, 36052-36060.
Litterst, C.M., and Pfitzner, E. (2001). Transcriptional 
activation by STAT6 requires the direct interaction 
with NCoA-1. J. Biol. Chem. 276, 45713-45721.
Liu, Y.J. (2006). Thymic stromal lymphopoietin: 
master switch for allergic inflammation. J. Exp. 
Med. 203, 269-273.
Li-Weber, M., and Krammer, P.H. (2003). Regulation 
of IL4 gene expression by T cells and therapeutic 
perspectives. Nat. Rev. Immunol. 3, 534-543.
Lohoff, M., Ferrick, D., Mittrucker, H.W., Duncan, 
G.S., Bischof, S., Rollinghoff, M., and Mak, T.W. 
(1997). Interferon regulatory factor-1 is required for 
a T helper 1 immune response in vivo. Immunity 
6, 681-69.
Lohoff, M., Giaisi, M., Kohler, R., Casper, B., 
Krammer, P.H., and Li-Weber, M. (2010). Early 
growth response protein-1 (Egr-1) is preferentially 
 References 71
expressed in T helper type 2 (Th2) cells and is 
involved in acute transcription of the Th2 cytokine 
interleukin-4. J. Biol. Chem. 285, 1643-1652.
Lohoff, M., Mittrucker, H.W., Prechtl, S., Bischof, S., 
Sommer, F., Kock, S., Ferrick, D.A., Duncan, G.S., 
Gessner, A., and Mak, T.W. (2002). Dysregulated 
T helper cell differentiation in the absence of 
interferon regulatory factor 4. Proc. Natl. Acad. Sci. 
U. S. A. 99, 11808-1112.
Losman, J.A., Chen, X.P., Hilton, D., and Rothman, P. 
(1999). Cutting edge: SOCS-1 is a potent inhibitor 
of IL-4 signal transduction. J. Immunol. 162, 3770-
3774.
Lu, B., Yu, H., Chow, C., Li, B., Zheng, W., Davis, 
R.J., and Flavell, R.A. (2001). GADD45gamma 
mediates the activation of the p38 and JNK MAP 
kinase pathways and cytokine production in effector 
TH1 cells. Immunity 14, 583-90.
Lu, X., Malumbres, R., Shields, B., Jiang, X., Sarosiek, 
K.A., Natkunam, Y., Tiganis, T., and Lossos, I.S. 
(2008). PTP1B is a negative regulator of interleukin 
4-induced STAT6 signaling. Blood 112, 4098-4108.
Lund, J.M., Hsing, L., Pham, T.T., and Rudensky, A.Y. 
(2008). Coordination of early protective immunity 
to viral infection by regulatory T cells. Science 320, 
1220-1224.
Macian, F. (2005). NFAT proteins: key regulators 
of T-cell development and function. Nat. Rev. 
Immunol. 5, 472-484.
Maiti, N.R., Sharma, P., Harbor, P.C., and Haque, S.J. 
(2005). Serine phosphorylation of Stat6 negatively 
controls its DNA-binding function. J. Interferon 
Cytokine Res. 25, 553-563.
Maksimow, M., Santanen, M., Jalkanen, S., and 
Hänninen, A. (2003). Responding naive T cells differ 
in their sensitivity to Fas engagement: early death 
of many T cells is compensated by costimulation of 
surviving T cells. Blood 101, 4022-4028.
Maksimow, M., Söderström, T.S., Jalkanen, S., 
Eriksson, J.E., and Hänninen, A. (2006). Fas 
costimulation of naive CD4 T cells is controlled 
by NF-kappaB signaling and caspase activity. J. 
Leukoc. Biol. 79, 369-377.
Malek, T.R. (2003). The main function of IL-2 is to 
promote the development of T regulatory cells. J. 
Leukoc. Biol. 74, 961-965.
Marodon, G., Mouly, E., Blair, E.J., Frisen, C., Lemoine, 
F.M., and Klatzmann, D. (2003). Specific transgene 
expression in human and mouse CD4+ cells using 
lentiviral vectors with regulatory sequences from 
the CD4 gene. Blood 101, 3416-3423.
Matsumoto, S., Tsuji-Takayama, K., Aizawa, Y., 
Koide, K., Takeuchi, M., Ohta, T., and Kurimoto, 
M. (1997). Interleukin-18 activates NF-kappaB in 
murine T helper type 1 cells. Biochem. Biophys. 
Res. Commun. 234, 454-457.
Matsumoto, Y., Oshida, T., Obayashi, I., Imai, Y., 
Matsui, K., Yoshida, N.L., Nagata, N., Ogawa, 
K., Obayashi, M., Kashiwabara, T., et al. (2002). 
Identification of highly expressed genes in peripheral 
blood T cells from patients with atopic dermatitis. 
Int. Arch. Allergy Immunol. 129, 327-40.
McAdam, A.J., Chang, T.T., Lumelsky, A.E., 
Greenfield, E.A., Boussiotis, V.A., Duke-Cohan, J.S., 
Chernova, T., Malenkovich, N., Jabs, C., Kuchroo, 
V.K., et al. (2000). Mouse inducible costimulatory 
molecule (ICOS) expression is enhanced by CD28 
costimulation and regulates differentiation of CD4+ 
T cells. J. Immunol. 165, 5035-540.
McCracken, S.A., Hadfield, K., Rahimi, Z., Gallery, 
E.D., and Morris, J.M. (2007). NF-kappaB-regulated 
suppression of T-bet in T cells represses Th1 
immune responses in pregnancy. Eur. J. Immunol. 
37, 1386-1396.
McDonald, C., and Reich, N.C. (1999). Cooperation 
of the transcriptional coactivators CBP and p300 
with Stat6. J. Interferon Cytokine Res. 19, 711-722.
Melloni, E., Michetti, M., Salamino, F., Minafra, R., 
and Pontremoli, S. (1996). Modulation of the calpain 
autoproteolysis by calpastatin and phospholipids. 
Biochem. Biophys. Res. Commun. 229, 193-197.
Messner, B., Stutz, A.M., Albrecht, B., Peiritsch, S., 
and Woisetschlager, M. (1997). Cooperation of 
binding sites for STAT6 and NF kappa B/rel in 
the IL-4-induced up-regulation of the human IgE 
germline promoter. J. Immunol. 159, 3330-3337.
Meyers, J.H., Sabatos, C.A., Chakravarti, S., and 
Kuchroo, V.K. (2005). The TIM gene family 
regulates autoimmune and allergic diseases. Trends 
Mol. Med. 11, 362-369.
Miaw, S.C., Choi, A., Yu, E., Kishikawa, H., and Ho, 
I.C. (2000). ROG, repressor of GATA, regulates the 
expression of cytokine genes. Immunity 12, 323-33.
Micallef, M.J., Ohtsuki, T., Kohno, K., Tanabe, F., 
Ushio, S., Namba, M., Tanimoto, T., Torigoe, K., 
Fujii, M., Ikeda, M., Fukuda, S., and Kurimoto, M. 
(1996). Interferon-gamma-inducing factor enhances 
T helper 1 cytokine production by stimulated 
human T cells: synergism with interleukin-12 for 
interferon-gamma production. Eur. J. Immunol. 26, 
1647-1651.
Micallef, M.J., Yoshida, K., Kawai, S., Hanaya, T., 
Kohno, K., Arai, S., Tanimoto, T., Torigoe, K., 
Fujii, M., Ikeda, M., and Kurimoto, M. (1997). In 
vivo antitumor effects of murine interferon-gamma-
inducing factor/interleukin-18 in mice bearing 
syngeneic Meth A sarcoma malignant ascites. 
Cancer Immunol. Immunother. 43, 361-367.
Mikkers, H., Nawijn, M., Allen, J., Brouwers, C., 
Verhoeven, E., Jonkers, J., and Berns, A. (2004). 
Mice deficient for all PIM kinases display reduced 
body size and impaired responses to hematopoietic 
growth factors. Mol. Cell. Biol. 24, 6104-6115.
Miller, A.T., Wilcox, H.M., Lai, Z., and Berg, L.J. 
(2004). Signaling through Itk promotes T helper 
2 differentiation via negative regulation of T-bet. 
Immunity 21, 67-80.
72 References 
Minter, L.M., Turley, D.M., Das, P., Shin, H.M., Joshi, 
I., Lawlor, R.G., Cho, O.H., Palaga, T., Gottipati, 
S., Telfer, J.C., et al. (2005). Inhibitors of gamma-
secretase block in vivo and in vitro T helper type 
1 polarization by preventing Notch upregulation of 
Tbx21. Nat. Immunol. 6, 680-688.
Mochizuki, T., Kitanaka, C., Noguchi, K., Muramatsu, 
T., Asai, A., and Kuchino, Y. (1999). Physical and 
functional interactions between Pim-1 kinase and 
Cdc25A phosphatase. Implications for the Pim-1-
mediated activation of the c-Myc signaling pathway. 
J. Biol. Chem. 274, 18659-18666.
Mohrs, M., Shinkai, K., Mohrs, K., and Locksley, R.M. 
(2001). Analysis of type 2 immunity in vivo with a 
bicistronic IL-4 reporter. Immunity 15, 303-311.
Mori, A., Kaminuma, O., Miyazawa, K., Ogawa, 
K., Okudaira, H., and Akiyama, K. (1999). p38 
mitogen-activated protein kinase regulates human T 
cell IL-5 synthesis. J. Immunol. 163, 4763-4771.
Mosmann, T.R., and Sad, S. (1996). The expanding 
universe of T-cell subsets: Th1, Th2 and more [see 
comments]. Immunol. Today 17, 138-146.
Mullen, A.C., High, F.A., Hutchins, A.S., Lee, H.W., 
Villarino, A.V., Livingston, D.M., Kung, A.L., 
Cereb, N., Yao, T.P., Yang, S.Y., and Reiner, S.L. 
(2001). Role of T-bet in Commitment of TH1 Cells 
Before IL-12-Dependent Selection. Science 292, 
1907-1910.
Mullen, A.C., Hutchins, A.S., High, F.A., Lee, H.W., 
Sykes, K.J., Chodosh, L.A., and Reiner, S.L. (2002). 
Hlx is induced by and genetically interacts with 
T-bet to promote heritable T(H)1 gene induction. 
Nat. Immunol. 3, 652-68.
Munafo, D.B., and Colombo, M.I. (2002). Induction 
of autophagy causes dramatic changes in the 
subcellular distribution of GFP-Rab24. Traffic 3, 
472-482.
Nagata, K., Tanaka, K., Ogawa, K., Kemmotsu, K., 
Imai, T., Yoshie, O., Abe, H., Tada, K., Nakamura, 
M., Sugamura, K., and Takano, S. (1999). Selective 
expression of a novel surface molecule by human 
Th2 cells in vivo. J. Immunol. 162, 1278-1286.
Nakajima, H., Liu, X.W., Wynshaw-Boris, A., 
Rosenthal, L.A., Imada, K., Finbloom, D.S., 
Hennighausen, L., and Leonard, W.J. (1997). 
An indirect effect of Stat5a in IL-2-induced 
proliferation: a critical role for Stat5a in IL-2-
mediated IL-2 receptor alpha chain induction. 
Immunity 7, 691-701.
Nelms, K., Keegan, A.D., Zamorano, J., Ryan, J.J., 
and Paul, W.E. (1999). The IL-4 receptor: signaling 
mechanisms and biologic functions. Annu. Rev. 
Immunol. 17, 701-738.
Nishikomori, R., Usui, T., Wu, C.Y., Morinobu, A., 
O’Shea, J.J., and Strober, W. (2002). Activated 
STAT4 has an essential role in Th1 differentiation 
and proliferation that is independent of its role in the 
maintenance of IL- 12Rbeta2 chain expression and 
signaling. J. Immunol. 169, 4388-498.
Noble, A., Truman, J.P., Vyas, B., Vukmanovic-Stejic, 
M., Hirst, W.J., and Kemeny, D.M. (2000). The 
balance of protein kinase C and calcium signaling 
directs T cell subset development. J. Immunol. 164, 
1807-1813.
Northrop, J.P., Ullman, K.S., and Crabtree, G.R. (1993). 
Characterization of the nuclear and cytoplasmic 
components of the lymphoid-specific nuclear factor 
of activated T cells (NF-AT) complex. J. Biol. 
Chem. 268, 2917-2923.
Nurieva, R.I., Chung, Y., Hwang, D., Yang, X.O., 
Kang, H.S., Ma, L., Wang, Y.H., Watowich, S.S., 
Jetten, A.M., Tian, Q., and Dong, C. (2008). 
Generation of T follicular helper cells is mediated 
by interleukin-21 but independent of T helper 1, 2, 
or 17 cell lineages. Immunity 29, 138-149.
Nurieva, R.I., Duong, J., Kishikawa, H., Dianzani, U., 
Rojo, J.M., Ho, I., Flavell, R.A., and Dong, C. (2003). 
Transcriptional regulation of th2 differentiation by 
inducible costimulator. Immunity 18, 801-811.
Okamoto, M., Van Stry, M., Chung, L., Koyanagi, 
M., Sun, X., Suzuki, Y., Ohara, O., Kitamura, H., 
Hijikata, A., Kubo, M., and Bix, M. (2009). Mina, 
an Il4 repressor, controls T helper type 2 bias. Nat. 
Immunol. 10, 872-879.
Okamura, H., Tsutsi, H., Komatsu, T., Yutsudo, M., 
Hakura, A., Tanimoto, T., Torigoe, K., Okura, T., 
Nukada, Y., and Hattori, K. (1995). Cloning of a 
new cytokine that induces IFN-gamma production 
by T cells. Nature 378, 88-91.
Olichon, A., Baricault, L., Gas, N., Guillou, E., 
Valette, A., Belenguer, P., and Lenaers, G. (2003). 
Loss of OPA1 perturbates the mitochondrial inner 
membrane structure and integrity, leading to 
cytochrome c release and apoptosis. J. Biol. Chem. 
278, 7743-7746.
Olichon, A., Elachouri, G., Baricault, L., Delettre, 
C., Belenguer, P., and Lenaers, G. (2007). OPA1 
alternate splicing uncouples an evolutionary 
conserved function in mitochondrial fusion from 
a vertebrate restricted function in apoptosis. Cell 
Death Differ. 14, 682-692.
Ota, N., Brett, T.J., Murphy, T.L., Fremont, D.H., 
and Murphy, K.M. (2004). N-domain-dependent 
nonphosphorylated STAT4 dimers required for 
cytokine-driven activation. Nat. Immunol. 5, 208-
215.
Ouyang, W., Lohning, M., Gao, Z., Assenmacher, M., 
Ranganath, S., Radbruch, A., and Murphy, K.M. 
(2000). Stat6-independent GATA-3 autoactivation 
directs IL-4-independent Th2 development and 
commitment [In Process Citation]. Immunity 12, 
27-37.
Ouyang, W., Ranganath, S.H., Weindel, K., 
Bhattacharya, D., Murphy, T.L., Sha, W.C., and 
Murphy, K.M. (1998). Inhibition of Th1 development 
mediated by GATA-3 through an IL-4- independent 
mechanism. Immunity 9, 745-755.
 References 73
Owaki, T., Asakawa, M., Fukai, F., Mizuguchi, 
J., and Yoshimoto, T. (2006). IL-27 induces 
Th1 differentiation via p38 MAPK/T-bet- and 
intercellular adhesion molecule-1/LFA-1/ERK1/2-
dependent pathways. J. Immunol. 177, 7579-7587.
Owaki, T., Asakawa, M., Morishima, N., Hata, K., 
Fukai, F., Matsui, M., Mizuguchi, J., and Yoshimoto, 
T. (2005). A role for IL-27 in early regulation of Th1 
differentiation. J. Immunol. 175, 2191-2200.
Pai, S.Y., Truitt, M.L., and Ho, I.C. (2004). GATA-
3 deficiency abrogates the development and 
maintenance of T helper type 2 cells. Proc. Natl. 
Acad. Sci. U. S. A. 101, 1993-8. Epub 2004 Feb 9.
Palaty, C.K., Clark-Lewis, I., Leung, D., and Pelech, 
S.L. (1997). Phosphorylation site substrate specificity 
determinants for the Pim-1 protooncogene-encoded 
protein kinase. Biochem. Cell Biol. 75, 153-162.
Pauleau, A.L., Rutschman, R., Lang, R., Pernis, A., 
Watowich, S.S., and Murray, P.J. (2004). Enhancer-
mediated control of macrophage-specific arginase I 
expression. J. Immunol. 172, 7565-7573.
Peltola, K.J., Paukku, K., Aho, T.L., Ruuska, M., 
Silvennoinen, O., and Koskinen, P.J. (2004). Pim-
1 kinase inhibits STAT5-dependent transcription 
via its interactions with SOCS1 and SOCS3. Blood 
103, 3744-3750.
Peng, C., Knebel, A., Morrice, N.A., Li, X., Barringer, 
K., Li, J., Jakes, S., Werneburg, B., and Wang, L. 
(2007). Pim kinase substrate identification and 
specificity. J. Biochem. 141, 353-362.
Peng, S.L., Gerth, A.J., Ranger, A.M., and Glimcher, 
L.H. (2001). NFATc1 and NFATc2 together control 
both T and B cell activation and differentiation. 
Immunity 14, 13-20.
Penix, L., Weaver, W.M., Pang, Y., Young, H.A., 
and Wilson, C.B. (1993). Two essential regulatory 
elements in the human interferon gamma promoter 
confer activation specific expression in T cells. J. 
Exp. Med. 178, 1483-1496.
Penix, L.A., Sweetser, M.T., Weaver, W.M., Hoeffler, 
J.P., Kerppola, T.K., and Wilson, C.B. (1996). The 
proximal regulatory element of the interferon-
gamma promoter mediates selective expression in T 
cells. J. Biol. Chem. 271, 31964-3172.
Perez-G, M., Cortes, J.R., Rivas, M.D., Masa, F., 
and Zamorano, J. (2008). Treatment of cells with 
n-alpha-tosyl-L-phenylalanine-chloromethyl ketone 
induces the proteolytic loss of STAT6 transcription 
factor. Mol. Immunol. 45, 3896-3901.
Perrin, B.J., and Huttenlocher, A. (2002). Calpain. Int. 
J. Biochem. Cell Biol. 34, 722-725.
Pesu, M., Aittomaki, S., Takaluoma, K., Lagerstedt, A., 
and Silvennoinen, O. (2002). p38 Mitogen-activated 
protein kinase regulates interleukin-4-induced 
gene expression by stimulating STAT6-mediated 
transcription. J. Biol. Chem. 277, 38254-38261.
Pesu, M., Aittomaki, S., Välineva, T., and Silvennoinen, 
O. (2003). PU.1 is required for transcriptional 
activation of the Stat6 response element in the 
Igepsilon promoter. Eur. J. Immunol. 33, 1727-1735.
Pesu, M., Takaluoma, K., Aittomaki, S., Lagerstedt, 
A., Saksela, K., Kovanen, P.E., and Silvennoinen, 
O. (2000). Interleukin-4-induced transcriptional 
activation by stat6 involves multiple serine/threonine 
kinase pathways and serine phosphorylation of 
stat6. Blood 95, 494-502.
Pflanz, S., Timans, J.C., Cheung, J., Rosales, R., 
Kanzler, H., Gilbert, J., Hibbert, L., Churakova, 
T., Travis, M., Vaisberg, E., et al. (2002). IL-27, a 
heterodimeric cytokine composed of EBI3 and p28 
protein, induces proliferation of naive CD4(+) T 
cells. Immunity 16, 779-90.
Placek, K., Coffre, M., Maiella, S., Bianchi, E., 
and Rogge, L. (2009). Genetic and epigenetic 
networks controlling T helper 1 cell differentiation. 
Immunology 127, 155-162.
Porter, C.M., and Clipstone, N.A. (2002). Sustained 
NFAT signaling promotes a Th1-like pattern of 
gene expression in primary murine CD4+ T cells. J. 
Immunol. 168, 4936-4945.
Qian, K.C., Wang, L., Hickey, E.R., Studts, J., 
Barringer, K., Peng, C., Kronkaitis, A., Li, J., White, 
A., Mische, S., and Farmer, B. (2005). Structural 
basis of constitutive activity and a unique nucleotide 
binding mode of human Pim-1 kinase. J. Biol. 
Chem. 280, 6130-6137.
Qin, X.F., An, D.S., Chen, I.S., and Baltimore, D. 
(2003). Inhibiting HIV-1 infection in human T cells 
by lentiviral-mediated delivery of small interfering 
RNA against CCR5. Proc. Natl. Acad. Sci. U. S. A. 
100, 183-188.
Rainio, E.M., Sandholm, J., and Koskinen, P.J. (2002). 
Cutting edge: Transcriptional activity of NFATc1 
is enhanced by the Pim-1 kinase. J. Immunol. 168, 
1524-1527.
Rajagopal, K., Sommers, C.L., Decker, D.C., Mitchell, 
E.O., Korthauer, U., Sperling, A.I., Kozak, C.A., 
Love, P.E., and Bluestone, J.A. (1999). RIBP, a 
novel Rlk/Txk- and itk-binding adaptor protein that 
regulates T cell activation. J. Exp. Med. 190, 1657-
1668.
Ranger, A.M., Hodge, M.R., Gravallese, E.M., Oukka, 
M., Davidson, L., Alt, F.W., de la Brousse, F.C., 
Hoey, T., Grusby, M., and Glimcher, L.H. (1998a). 
Delayed lymphoid repopulation with defects in IL-
4-driven responses produced by inactivation of NF-
ATc. Immunity 8, 125-134.
Ranger, A.M., Oukka, M., Rengarajan, J., and 
Glimcher, L.H. (1998b). Inhibitory function of two 
NFAT family members in lymphoid homeostasis 
and Th2 development. Immunity 9, 627-635.
Rautajoki, K.J., Marttila, E.M., Nyman, T.A., and 
Lahesmaa, R. (2007). Interleukin-4 inhibits 
caspase-3 by regulating several proteins in the Fas 
pathway during initial stages of human T helper 2 cell 
differentiation. Mol. Cell. Proteomics 6, 238-251.
74 References 
Readinger, J.A., Mueller, K.L., Venegas, A.M., Horai, 
R., and Schwartzberg, P.L. (2009). Tec kinases 
regulate T-lymphocyte development and function: 
new insights into the roles of Itk and Rlk/Txk. 
Immunol. Rev. 228, 93-114.
Reche, P.A., Soumelis, V., Gorman, D.M., Clifford, 
T., Liu, M., Travis, M., Zurawski, S.M., Johnston, 
J., Liu, Y.J., Spits, H., et al. (2001). Human thymic 
stromal lymphopoietin preferentially stimulates 
myeloid cells. J. Immunol. 167, 336-343.
Rengarajan, J., Mowen, K.A., McBride, K.D., Smith, 
E.D., Singh, H., and Glimcher, L.H. (2002). 
Interferon regulatory factor 4 (IRF4) interacts with 
NFATc2 to modulate interleukin 4 gene expression. 
J. Exp. Med. 195, 1003-112.
Rincon, M., Enslen, H., Raingeaud, J., Recht, M., 
Zapton, T., Su, M.S., Penix, L.A., Davis, R.J., and 
Flavell, R.A. (1998). Interferon-gamma expression 
by Th1 effector T cells mediated by the p38 MAP 
kinase signaling pathway. EMBO J. 17, 2817-2829.
Ritz, O., Guiter, C., Dorsch, K., Dusanter-Fourt, I., 
Wegener, S., Jouault, H., Gaulard, P., Castellano, 
F., Moller, P., and Leroy, K. (2008). STAT6 activity 
is regulated by SOCS-1 and modulates BCL-XL 
expression in primary mediastinal B-cell lymphoma. 
Leukemia 22, 2106-2110.
Robinson, D., Shibuya, K., Mui, A., Zonin, F., Murphy, 
E., Sana, T., Hartley, S.B., Menon, S., Kastelein, R., 
Bazan, F., and O’Garra, A. (1997). IGIF does not 
drive Th1 development but synergizes with IL-12 
for interferon-gamma production and activates 
IRAK and NFkappaB. Immunity 7, 571-81.
Rock, M.T., Brooks, W.H., and Roszman, T.L. 
(1997). Calcium-dependent signaling pathways in 
T cells. Potential role of calpain, protein tyrosine 
phosphatase 1b, and p130Cas in integrin-mediated 
signaling events. J. Biol. Chem. 272, 33377-33383.
Rodriguez-Manzanet, R., DeKruyff, R., Kuchroo, 
V.K., and Umetsu, D.T. (2009). The costimulatory 
role of TIM molecules. Immunol. Rev. 229, 259-
270.
Romagnani, S. (2008). Human Th17 cells. Arthritis 
Res. Ther. 10, 206.
Romagnani, S. (1996). Th1 and Th2 in human diseases. 
Clin. Immunol. Immunopathol. 80, 225-235.
Roncarolo, M.G., Bacchetta, R., Bordignon, C., 
Narula, S., and Levings, M.K. (2001). Type 1 T 
regulatory cells. Immunol. Rev. 182, 68-79.
Rooney, J.W., Hoey, T., and Glimcher, L.H. (1995). 
Coordinate and cooperative roles for NF-AT and 
AP-1 in the regulation of the murine IL-4 gene. 
Immunity 2, 473-83.
Sad, S., Marcotte, R., and Mosmann, T.R. (1995). 
Cytokine-induced differentiation of precursor mouse 
CD8+ T cells into cytotoxic CD8+ T cells secreting 
Th1 or Th2 cytokines. Immunity 2, 271-279.
Sahu, N., Venegas, A.M., Jankovic, D., Mitzner, W., 
Gomez-Rodriguez, J., Cannons, J.L., Sommers, C., 
Love, P., Sher, A., Schwartzberg, P.L., and August, 
A. (2008). Selective expression rather than specific 
function of Txk and Itk regulate Th1 and Th2 
responses. J. Immunol. 181, 6125-6131.
Salomon, B., and Bluestone, J.A. (1998). LFA-1 
interaction with ICAM-1 and ICAM-2 regulates Th2 
cytokine production. J. Immunol. 161, 5138-542.
Samten, B., Townsend, J.C., Weis, S.E., Bhoumik, 
A., Klucar, P., Shams, H., and Barnes, P.F. (2008). 
CREB, ATF, and AP-1 transcription factors regulate 
IFN-gamma secretion by human T cells in response 
to mycobacterial antigen. J. Immunol. 181, 2056-
2064.
Sareneva, T., Julkunen, I., and Matikainen, S. (2000). 
IFN-alfa and IL-12 induce IL-18 receptor gene 
expression in human NK and T cells. The Journal of 
Immunology 165, 1933-1938.
Saris, C.J., Domen, J., and Berns, A. (1991). The pim-
1 oncogene encodes two related protein-serine/
threonine kinases by alternative initiation at AUG 
and CUG. EMBO J. 10, 655-664.
Savignac, M., Mellstrom, B., and Naranjo, J.R. (2007). 
Calcium-dependent transcription of cytokine genes 
in T lymphocytes. Pflugers Arch. 454, 523-533.
Scheinman, E.J., and Avni, O. (2009). Transcriptional 
regulation of GATA3 in T helper cells by the 
integrated activities of transcription factors 
downstream of the interleukin-4 receptor and T cell 
receptor. J. Biol. Chem. 284, 3037-3048.
Schmidt-Weber, C.B., Rao, A., and Lichtman, A.H. 
(2000). Integration of TCR and IL-4 signals through 
STAT6 and the regulation of IL-4 gene expression. 
Mol. Immunol. 37, 767-74.
Schneider, S., and Rusconi, S. (1996). Magnetic 
selection of transiently transfected cells. 
BioTechniques 21, 876-880.
Schulz, E.G., Mariani, L., Radbruch, A., and Hofer, T. 
(2009). Sequential polarization and imprinting of 
type 1 T helper lymphocytes by interferon-gamma 
and interleukin-12. Immunity 30, 673-683.
Sehra, S., Patel, D., Kusam, S., Wang, Z.Y., Chang, 
C.H., and Dent, A.L. (2005). A role for caspases in 
controlling IL-4 expression in T cells. J. Immunol. 
174, 3440-3446.
Selliah, N., Brooks, W.H., and Roszman, T.L. (1996). 
Proteolytic cleavage of alpha-actinin by calpain 
in T cells stimulated with anti-CD3 monoclonal 
antibody. J. Immunol. 156, 3215-3221.
Sesaki, H., Dunn, C.D., Iijima, M., Shepard, K.A., 
Yaffe, M.P., Machamer, C.E., and Jensen, R.E. 
(2006). Ups1p, a conserved intermembrane space 
protein, regulates mitochondrial shape and alternative 
topogenesis of Mgm1p. J. Cell Biol. 173, 651-658.
Shah, N., Pang, B., Yeoh, K.G., Thorn, S., Chen, C.S., 
Lilly, M.B., and Salto-Tellez, M. (2008). Potential 
roles for the PIM1 kinase in human cancer - a 
molecular and therapeutic appraisal. Eur. J. Cancer 
44, 2144-2151.
 References 75
Shankaranarayanan, P., Chaitidis, P., Kuhn, H., 
and Nigam, S. (2001). Acetylation by histone 
acetyltransferase CREB-binding protein/p300 of 
STAT6 is required for transcriptional activation of 
the 15-lipoxygenase-1 gene. J. Biol. Chem. 276, 
42753-42760.
Shilling, R.A., Clay, B.S., Tesciuba, A.G., Berry, E.L., 
Lu, T., Moore, T.V., Bandukwala, H.S., Tong, J., 
Weinstock, J.V., Flavell, R.A., et al. (2009). CD28 
and ICOS play complementary non-overlapping 
roles in the development of Th2 immunity in vivo. 
Cell. Immunol. 259, 177-184.
Shinnakasu, R., Yamashita, M., Kuwahara, M., 
Hosokawa, H., Hasegawa, A., Motohashi, S., and 
Nakayama, T. (2008). Gfi1-mediated stabilization 
of GATA3 protein is required for Th2 cell 
differentiation. J. Biol. Chem. 283, 28216-28225.
Shirogane, T., Fukada, T., Muller, J.M., Shima, D.T., 
Hibi, M., and Hirano, T. (1999). Synergistic roles 
for Pim-1 and c-Myc in STAT3-mediated cell cycle 
progression and antiapoptosis. Immunity 11, 709-
719.
Sica, A., Dorman, L., Viggiano, V., Cippitelli, M., 
Ghosh, P., Rice, N., and Young, H.A. (1997). 
Interaction of NF-kappaB and NFAT with the 
interferon-gamma promoter. J. Biol. Chem. 272, 
30412-3020.
Silva, E.M., Guillermo, L.V., Ribeiro-Gomes, F.L., 
De Meis, J., Pereira, R.M., Wu, Z., Calegari-Silva, 
T.C., Seabra, S.H., Lopes, U.G., Siegel, R.M., 
Dosreis, G.A., and Lopes, M.F. (2005). Caspase-8 
activity prevents type 2 cytokine responses and is 
required for protective T cell-mediated immunity 
against Trypanosoma cruzi infection. J. Immunol. 
174, 6314-6321.
Sims, J.E., Williams, D.E., Morrissey, P.J., Garka, 
K., Foxworthe, D., Price, V., Friend, S.L., Farr, A., 
Bedell, M.A., Jenkins, N.A., et al. (2000). Molecular 
cloning and biological characterization of a novel 
murine lymphoid growth factor. J. Exp. Med. 192, 
671-680.
Singh, N., Hong, S., Scherer, D.C., Serizawa, I., 
Burdin, N., Kronenberg, M., Koezuka, Y., and Van 
Kaer, L. (1999). Cutting edge: activation of NK 
T cells by CD1d and alpha- galactosylceramide 
directs conventional T cells to the acquisition of a 
Th2 phenotype. J. Immunol. 163, 2373-2377.
Sloan-Lancaster, J., Steinberg, T.H., and Allen, P.M. 
(1997). Selective loss of the calcium ion signaling 
pathway in T cells maturing toward a T helper 2 
phenotype. J. Immunol. 159, 1160-1168.
Smiley, S.T., Kaplan, M.H., and Grusby, M.J. (1997). 
Immunoglobulin E production in the absence 
of interleukin-4-secreting CD1-dependent cells. 
Science 275, 977-979.
Smits, H.H., de Jong, E.C., Schuitemaker, J.H., 
Geijtenbeek, T.B., van Kooyk, Y., Kapsenberg, 
M.L., and Wierenga, E.A. (2002). Intercellular 
adhesion molecule-1/LFA-1 ligation favors human 
Th1 development. J. Immunol. 168, 1710-1716.
So, E.Y., Oh, J., Jang, J.Y., Kim, J.H., and Lee, C.E. 
(2007). Ras/Erk pathway positively regulates Jak1/
STAT6 activity and IL-4 gene expression in Jurkat T 
cells. Mol. Immunol. 44, 3416-3426.
So, T., Song, J., Sugie, K., Altman, A., and Croft, M. 
(2006). Signals from OX40 regulate nuclear factor 
of activated T cells c1 and T cell helper 2 lineage 
commitment. Proc. Natl. Acad. Sci. U. S. A. 103, 
3740-3745.
Sornasse, T., Larenas, P.V., Davis, K.A., de Vries, J.E., 
and Yssel, H. (1996). Differentiation and stability 
of T helper 1 and 2 cells derived from naive human 
neonatal CD4+ T cells, analyzed at the single-cell 
level. J. Exp. Med. 184, 473-483.
Soroosh, P., and Doherty, T.A. (2009). Th9 and allergic 
disease. Immunology 127, 450-458.
Soumelis, V., Reche, P.A., Kanzler, H., Yuan, W., 
Edward, G., Homey, B., Gilliet, M., Ho, S., 
Antonenko, S., Lauerma, A., et al. (2002). Human 
epithelial cells trigger dendritic cell mediated 
allergic inflammation by producing TSLP. Nat. 
Immunol. 3, 673-680.
Soutto, M., Zhang, F., Enerson, B., Tong, Y., Boothby, 
M., and Aune, T.M. (2002). A minimal IFN-gamma 
promoter confers Th1 selective expression. J. 
Immunol. 169, 4205-412.
Stassen, M., Fondel, S., Bopp, T., Richter, C., Muller, C., 
Kubach, J., Becker, C., Knop, J., Enk, A.H., Schmitt, 
S., Schmitt, E., and Jonuleit, H. (2004). Human 
CD25+ regulatory T cells: two subsets defined by 
the integrins alpha 4 beta 7 or alpha 4 beta 1 confer 
distinct suppressive properties upon CD4+ T helper 
cells. Eur. J. Immunol. 34, 1303-1311.
Stoll, S., Jonuleit, H., Schmitt, E., Muller, G., 
Yamauchi, H., Kurimoto, M., Knop, J., and Enk, 
A.H. (1998). Production of functional IL-18 by 
different subtypes of murine and human dendritic 
cells (DC): DC-derived IL-18 enhances IL-12-
dependent Th1 development. Eur. J. Immunol. 28, 
3231-3239.
Stutz, A.M., and Woisetschlager, M. (1999). Functional 
synergism of STAT6 with either NF-kappa B or PU.1 
to mediate IL-4-induced activation of IgE germline 
gene transcription. J. Immunol. 163, 4383-4391.
Suen, D.F., Norris, K.L., and Youle, R.J. (2008). 
Mitochondrial dynamics and apoptosis. Genes Dev. 
22, 1577-1590.
Suto, A., Kashiwakuma, D., Kagami, S., Hirose, K., 
Watanabe, N., Yokote, K., Saito, Y., Nakayama, T., 
Grusby, M.J., Iwamoto, I., and Nakajima, H. (2008). 
Development and characterization of IL-21-producing 
CD4+ T cells. J. Exp. Med. 205, 1369-1379.
Suto, A., Wurster, A.L., Reiner, S.L., and Grusby, 
M.J. (2006). IL-21 inhibits IFN-gamma production 
in developing Th1 cells through the repression of 
76 References 
Eomesodermin expression. J. Immunol. 177, 3721-
3727.
Suzuki, K., Nakajima, H., Ikeda, K., Tamachi, T., 
Hiwasa, T., Saito, Y., and Iwamoto, I. (2003). Stat6-
protease but not Stat5-protease is inhibited by an 
elastase inhibitor ONO-5046. Biochem. Biophys. 
Res. Commun. 309, 768-773.
Suzuki, K., Nakajima, H., Kagami, S., Suto, A., Ikeda, 
K., Hirose, K., Hiwasa, T., Takeda, K., Saito, Y., Akira, 
S., and Iwamoto, I. (2002). Proteolytic processing of 
Stat6 signaling in mast cells as a negative regulatory 
mechanism. J. Exp. Med. 196, 27-38.
Sweetser, M.T., Hoey, T., Sun, Y.L., Weaver, W.M., 
Price, G.A., and Wilson, C.B. (1998). The roles of 
nuclear factor of activated T cells and ying-yang 1 
in activation-induced expression of the interferon-
gamma promoter in T cells. J. Biol. Chem. 273, 
34775-3483.
Szabo, S.J., Dighe, A.S., Gubler, U., and Murphy, K.M. 
(1997). Regulation of the interleukin (IL)-12R beta 
2 subunit expression in developing T helper 1 (Th1) 
and Th2 cells. J. Exp. Med. 185, 817-824.
Szabo, S.J., Kim, S.T., Costa, G.L., Zhang, X., 
Fathman, C.G., and Glimcher, L.H. (2000). A novel 
transcription factor, T-bet, directs Th1 lineage 
commitment. Cell 100, 655-669.
Szabo, S.J., Sullivan, B.M., Peng, S.L., and Glimcher, 
L.H. (2003). Molecular mechanisms regulating Th1 
immune responses. Annu. Rev. Immunol. 21, 713-
758.
Szabo, S.J., Sullivan, B.M., Stemmann, C., Satoskar, 
A.R., Sleckman, B.P., and Glimcher, L.H. (2002). 
Distinct effects of T-bet in TH1 lineage commitment 
and IFN-gamma production in CD4 and CD8 T 
cells. Science 295, 338-42.
Takeba, Y., Nagafuchi, H., Takeno, M., Kashiwakura, J., 
and Suzuki, N. (2002). Txk, a member of nonreceptor 
tyrosine kinase of Tec family, acts as a Th1 cell-
specific transcription factor and regulates IFN-gamma 
gene transcription. J. Immunol. 168, 2365-2370.
Takeda, A., Hamano, S., Yamanaka, A., Hanada, 
T., Ishibashi, T., Mak, T.W., Yoshimura, A., and 
Yoshida, H. (2003). Cutting edge: role of IL-27/
WSX-1 signaling for induction of T-bet through 
activation of STAT1 during initial Th1 commitment. 
J. Immunol. 170, 4886-490.
Takeda, K., Tsutsui, H., Yoshimoto, T., Adachi, O., 
Yoshida, N., Kishimoto, T., Okamura, H., Nakanishi, 
K., and Akira, S. (1998). Defective NK cell activity 
and Th1 response in IL-18-deficient mice. Immunity 
8, 383-90.
Tamachi, T., Takatori, H., Fujiwara, M., Hirose, K., 
Maezawa, Y., Kagami, S., Suto, A., Watanabe, 
N., Iwamoto, I., and Nakajima, H. (2009). STAT6 
inhibits T-bet-independent Th1 cell differentiation. 
Biochem. Biophys. Res. Commun. 382, 751-755.
Tao, X., Constant, S., Jorritsma, P., and Bottomly, 
K. (1997). Strength of TCR signal determines the 
costimulatory requirements for Th1 and Th2 CD4+ 
T cell differentiation. J. Immunol. 159, 5956-5963.
Thierfelder, W.E., van Deursen, J.M., Yamamoto, K., 
Tripp, R.A., Sarawar, S.R., Carson, R.T., Sangster, 
M.Y., Vignali, D.A., Doherty, P.C., Grosveld, G.C., 
and Ihle, J.N. (1996). Requirement for Stat4 in 
interleukin-12-mediated responses of natural killer 
and T cells. Nature 382, 171-174.
Thieu, V.T., Yu, Q., Chang, H.C., Yeh, N., Nguyen, 
E.T., Sehra, S., and Kaplan, M.H. (2008). Signal 
transducer and activator of transcription 4 is required 
for the transcription factor T-bet to promote T helper 
1 cell-fate determination. Immunity 29, 679-690.
Travagli, J., Letourneur, M., Bertoglio, J., and Pierre, 
J. (2004). STAT6 and Ets-1 form a stable complex 
that modulates Socs-1 expression by interleukin-4 
in keratinocytes. J. Biol. Chem. 279, 35183-35192.
Tykocinski, L.O., Hajkova, P., Chang, H.D., Stamm, 
T., Sozeri, O., Lohning, M., Hu-Li, J., Niesner, 
U., Kreher, S., Friedrich, B., et al. (2005). A 
critical control element for interleukin-4 memory 
expression in T helper lymphocytes. J. Biol. Chem. 
280, 28177-28185.
Usui, T., Nishikomori, R., Kitani, A., and Strober, W. 
(2003). GATA-3 suppresses Th1 development by 
downregulation of Stat4 and not through effects on 
IL-12Rbeta2 chain or T-bet. Immunity 18, 415-28.
Usui, T., Preiss, J.C., Kanno, Y., Yao, Z.J., Bream, J.H., 
O’Shea, J.J., and Strober, W. (2006). T-bet regulates 
Th1 responses through essential effects on GATA-3 
function rather than on IFNG gene acetylation and 
transcription. J. Exp. Med. 203, 755-766.
Valiante, N.M., Rengaraju, M., and Trinchieri, G. 
(1992). Role of the production of natural killer cell 
stimulatory factor (NKSF/IL-12) in the ability of B 
cell lines to stimulate T and NK cell proliferation. 
Cell. Immunol. 145, 187-198.
van Lohuizen, M., Verbeek, S., Krimpenfort, P., 
Domen, J., Saris, C., Radaszkiewicz, T., and Berns, 
A. (1989). Predisposition to lymphomagenesis in 
pim-1 transgenic mice: cooperation with c-myc and 
N-myc in murine leukemia virus-induced tumors. 
Cell 56, 673-682.
van Oosterwijk, M.F., Juwana, H., Arens, R., Tesselaar, 
K., van Oers, M.H., Eldering, E., and van Lier, 
R.A. (2007). CD27-CD70 interactions sensitise 
naive CD4+ T cells for IL-12-induced Th1 cell 
development. Int. Immunol. 19, 713-718.
Veldhoen, M., Uyttenhove, C., van Snick, J., Helmby, 
H., Westendorf, A., Buer, J., Martin, B., Wilhelm, 
C., and Stockinger, B. (2008). Transforming 
growth factor-beta ’reprograms’ the differentiation 
of T helper 2 cells and promotes an interleukin 
9-producing subset. Nat. Immunol. 9, 1341-1346.
Vinuesa, C.G., Tangye, S.G., Moser, B., and Mackay, 
C.R. (2005). Follicular B helper T cells in antibody 
responses and autoimmunity. Nat. Rev. Immunol. 5, 
853-865.
 References 77
von der Weid, T., Beebe, A.M., Roopenian, D.C., 
and Coffman, R.L. (1996). Early production of 
IL-4 and induction of Th2 responses in the lymph 
node originate from an MHC class I-independent 
CD4+NK1.1- T cell population. J. Immunol. 157, 
4421-4427.
Välineva, T., Yang, J., Palovuori, R., and Silvennoinen, 
O. (2005). The transcriptional co-activator protein 
p100 recruits histone acetyltransferase activity 
to STAT6 and mediates interaction between the 
CREB-binding protein and STAT6. J. Biol. Chem. 
280, 14989-14996.
Wan, Y.Y., and Flavell, R.A. (2009). How Diverse--
CD4 Effector T Cells and their Functions. J. Mol. 
Cell. Biol. 1, 20-36.
Wang, Y., Malabarba, M.G., Nagy, Z.S., and Kirken, 
R.A. (2004). Interleukin 4 Regulates Phosphorylation 
of Serine 756 in the Transactivation Domain of Stat6: 
ROLES FOR MULTIPLE PHOSPHORYLATION 
SITES AND Stat6 FUNCTION. J. Biol. Chem. 279, 
25196-203. 
Wang, Y.H., and Liu, Y.J. (2007). OX40-OX40L 
interactions: a promising therapeutic target for 
allergic diseases? J. Clin. Invest. 117, 3655-3657.
Wang, Z., Bhattacharya, N., Mixter, P.F., Wei, 
W., Sedivy, J., and Magnuson, N.S. (2002). 
Phosphorylation of the cell cycle inhibitor p21Cip1/
WAF1 by Pim-1 kinase. Biochim. Biophys. Acta 
1593, 45-55.
Wang, Z., Bhattacharya, N., Weaver, M., Petersen, 
K., Meyer, M., Gapter, L., and Magnuson, N.S. 
(2001). Pim-1: a serine/threonine kinase with a role 
in cell survival, proliferation, differentiation and 
tumorigenesis. J. Vet. Sci. 2, 167-179.
White, E. (2003). The pims and outs of survival 
signaling: role for the Pim-2 protein kinase in the 
suppression of apoptosis by cytokines. Genes Dev. 
17, 1813-1816.
Wingett, D., Long, A., Kelleher, D., and Magnuson, 
N.S. (1996). pim-1 proto-oncogene expression in 
anti-CD3-mediated T cell activation is associated 
with protein kinase C activation and is independent 
of Raf-1. J. Immunol. 156, 549-557.
Woetmann, A., Brockdorff, J., Lovato, P., Nielsen, 
M., Leick, V., Rieneck, K., Svejgaard, A., Geisler, 
C., and Odum, N. (2003). Protein phosphatase 2A 
(PP2A) regulates interleukin-4-mediated STAT6 
signaling. J. Biol. Chem. 278, 2787-91. Wurster, 
A.L., Rodgers, V.L., White, M.F., Rothstein, T.L., 
and Grusby, M.J. (2002a). Interleukin-4-mediated 
protection of primary B cells from apoptosis through 
Stat6-dependent up-regulation of Bcl-xL. J. Biol. 
Chem. 277, 27169-27175.
Wurster, A.L., Withers, D.J., Uchida, T., White, M.F., 
and Grusby, M.J. (2002b). Stat6 and IRS-2 cooperate 
in interleukin 4 (IL-4)-induced proliferation 
and differentiation but are dispensable for IL-4-
dependent rescue from apoptosis. Mol. Cell. Biol. 
22, 117-26.
Xin, J., Ohmori, K., Nishida, J., Zhu, Y., and Huang, 
H. (2007). The initial response of CD4+ IL-4-
producing cells. Int. Immunol. 19, 305-310.
Yamashita, M., Shinnakasu, R., Asou, H., Kimura, 
M., Hasegawa, A., Hashimoto, K., Hatano, N., 
Ogata, M., and Nakayama, T. (2005). Ras-ERK 
MAPK cascade regulates GATA3 stability and 
Th2 differentiation through ubiquitin-proteasome 
pathway. J. Biol. Chem. 280, 29409-29419.
Yamashita, M., Ukai-Tadenuma, M., Kimura, 
M., Omori, M., Inami, M., Taniguchi, M., and 
Nakayama, T. (2002). Identification of a conserved 
GATA3 response element upstream proximal from 
the interleukin-13 gene locus. J. Biol. Chem. 277, 
42399-42408.
Yamashita, M., Ukai-Tadenuma, M., Miyamoto, T., 
Sugaya, K., Hosokawa, H., Hasegawa, A., Kimura, 
M., Taniguchi, M., DeGregori, J., and Nakayama, T. 
(2004). Essential role of GATA3 for the maintenance 
of type 2 helper T (Th2) cytokine production and 
chromatin remodeling at the Th2 cytokine gene loci. 
J. Biol. Chem. 279, 26983-26990.
Yan, B., Zemskova, M., Holder, S., Chin, V., Kraft, 
A., Koskinen, P.J., and Lilly, M. (2003). The PIM-
2 kinase phosphorylates BAD on serine 112 and 
reverses BAD-induced cell death. J. Biol. Chem. 
278, 45358-45367.
Yang, D.D., Conze, D., Whitmarsh, A.J., Barrett, T., 
Davis, R.J., Rincon, M., and Flavell, R.A. (1998). 
Differentiation of CD4+ T cells to Th1 cells requires 
MAP kinase JNK2. Immunity 9, 575-585.
Yang, J., Zhu, H., Murphy, T.L., Ouyang, W., and 
Murphy, K.M. (2001). IL-18-stimulated GADD45 
beta required in cytokine-induced, but not TCR- 
induced, IFN-gamma production. Nat. Immunol. 2, 
157-64.
Ye, B.H., Cattoretti, G., Shen, Q., Zhang, J., Hawe, N., 
de Waard, R., Leung, C., Nouri-Shirazi, M., Orazi, 
A., Chaganti, R.S., et al. (1997). The BCL-6 proto-
oncogene controls germinal-centre formation and 
Th2- type inflammation. Nat. Genet. 16, 161-170.
Ye, J., Cippitelli, M., Dorman, L., Ortaldo, J.R., 
and Young, H.A. (1996). The nuclear factor YY1 
suppresses the human gamma interferon promoter 
through two mechanisms: inhibition of AP1 binding 
and activation of a silencer element. Mol. Cell. Biol. 
16, 4744-4753.
Ying, S., O’Connor, B., Ratoff, J., Meng, Q., Mallett, 
K., Cousins, D., Robinson, D., Zhang, G., Zhao, 
J., Lee, T.H., and Corrigan, C. (2005). Thymic 
stromal lymphopoietin expression is increased in 
asthmatic airways and correlates with expression of 
Th2-attracting chemokines and disease severity. J. 
Immunol. 174, 8183-8190.
Ylikoski, E., Lund, R., Kyläniemi, M., Filen, S., 
Kilpeläinen, M., Savolainen, J., and Lahesmaa, 
R. (2005). IL-12 up-regulates T-bet independently 
of IFN-gamma in human CD4+ T cells. Eur. J. 
Immunol. 35, 3297-3306.
78 References 
Yockell-Lelievre, J., Spriet, C., Cantin, P., Malenfant, 
P., Heliot, L., de Launoit, Y., and Audette, M. (2009). 
Functional cooperation between Stat-1 and ets-1 to 
optimize icam-1 gene transcription. Biochem. Cell 
Biol. 87, 905-918.
Yoshida, H., Hamano, S., Senaldi, G., Covey, T., 
Faggioni, R., Mu, S., Xia, M., Wakeham, A.C., 
Nishina, H., Potter, J., Saris, C.J., and Mak, T.W. 
(2001). WSX-1 is required for the initiation of Th1 
responses and resistance to L. major infection. 
Immunity 15, 569-78.
Yoshida, H., and Miyazaki, Y. (2008). Regulation of 
immune responses by interleukin-27. Immunol. 
Rev. 226, 234-247.
Yoshida, H., Nakaya, M., and Miyazaki, Y. (2009). 
Interleukin 27: a double-edged sword for offense 
and defense. J. Leukoc. Biol. 86, 1295-1303.
Yoshida, H., Nishina, H., Takimoto, H., Marengere, 
L.E., Wakeham, A.C., Bouchard, D., Kong, Y.Y., 
Ohteki, T., Shahinian, A., Bachmann, M., et al. 
(1998). The transcription factor NF-ATc1 regulates 
lymphocyte proliferation and Th2 cytokine 
production. Immunity 8, 115-24.
Yoshimoto, T., Bendelac, A., Watson, C., Hu-Li, J., 
and Paul, W.E. (1995). Role of NK1.1+ T cells in a 
TH2 response and in immunoglobulin E production. 
Science 270, 1845-1847.
Yoshimoto, T., Okamura, H., Tagawa, Y.I., Iwakura, 
Y., and Nakanishi, K. (1997). Interleukin 18 
together with interleukin 12 inhibits IgE production 
by induction of interferon-gamma production from 
activated B cells. Proc. Natl. Acad. Sci. U. S. A. 94, 
3948-3953.
Yoshimoto, T., Takeda, K., Tanaka, T., Ohkusu, K., 
Kashiwamura, S., Okamura, H., Akira, S., and 
Nakanishi, K. (1998). IL-12 up-regulates IL-18 
receptor expression on T cells, Th1 cells, and B cells: 
synergism with IL-18 for IFN-gamma production. J. 
Immunol. 161, 3400-347.
Yu, C.R., Mahdi, R.M., Ebong, S., Vistica, B.P., Chen, 
J., Guo, Y., Gery, I., and Egwuagu, C.E. (2004). Cell 
proliferation and STAT6 pathways are negatively 
regulated in T cells by STAT1 and suppressors of 
cytokine signaling. J. Immunol. 173, 737-746.
Yu, D., Rao, S., Tsai, L.M., Lee, S.K., He, Y., Sutcliffe, 
E.L., Srivastava, M., Linterman, M., Zheng, L., 
Simpson, N., et al. (2009). The transcriptional 
repressor Bcl-6 directs T follicular helper cell 
lineage commitment. Immunity 31, 457-468.
Yu, J., Wei, M., Boyd, Z., Lehmann, E.B., Trotta, R., 
Mao, H., Liu, S., Becknell, B., Jaung, M.S., Jarjoura, 
D., et al. (2007). Transcriptional control of human 
T-BET expression: the role of Sp1. Eur. J. Immunol. 
37, 2549-2561.
Yu, Q., Sharma, A., Oh, S.Y., Moon, H.G., Hossain, 
M.Z., Salay, T.M., Leeds, K.E., Du, H., Wu, B., 
Waterman, M.L., Zhu, Z., and Sen, J.M. (2009). 
T cell factor 1 initiates the T helper type 2 fate 
by inducing the transcription factor GATA-3 and 
repressing interferon-gamma. Nat. Immunol. 10, 
992-999.
Zamorano, J., Rivas, M.D., Setien, F., and Perez-G, M. 
(2005). Proteolytic regulation of activated STAT6 
by calpains. J. Immunol. 174, 2843-2848.
Zhang, D.H., Yang, L., Cohn, L., Parkyn, L., Homer, 
R., Ray, P., and Ray, A. (1999). Inhibition of 
allergic inflammation in a murine model of asthma 
by expression of a dominant-negative mutant of 
GATA-3. Immunity 11, 473-482.
Zhang, F., Wang, D.Z., Boothby, M., Penix, L., Flavell, 
R.A., and Aune, T.M. (1998). Regulation of the 
activity of IFN-gamma promoter elements during 
Th cell differentiation. J. Immunol. 161, 6105-612.
Zhang, Y., Parsanejad, M., Huang, E., Qu, D., Aleyasin, 
H., Rousseaux, M.W., Gonzalez, Y.R., Cregan, S.P., 
Slack, R.S., and Park, D.S. (2009). Pim-1 Kinase 
as Activator of the Cell Cycle Pathway in Neuronal 
Death Induced by Dna Damage. J. Neurochem. 112, 
497-510.
Zhang, Y., Wang, Z., Li, X., and Magnuson, N.S. 
(2008). Pim kinase-dependent inhibition of c-Myc 
degradation. Oncogene 27, 4809-4819.
Zheng, W., and Flavell, R.A. (1997). The transcription 
factor GATA-3 is necessary and sufficient for Th2 
cytokine gene expression in CD4 T cells. Cell 89, 
587-596.
Zhu, J., Cote-Sierra, J., Guo, L., and Paul, W.E. 
(2003). Stat5 activation plays a critical role in Th2 
differentiation. Immunity 19, 739-748.
Zhu, J., Guo, L., Min, B., Watson, C.J., Hu-Li, J., 
Young, H.A., Tsichlis, P.N., and Paul, W.E. (2002). 
Growth factor independent-1 induced by IL-4 
regulates Th2 cell proliferation. Immunity 16, 733-
744.
Zhu, J., Min, B., Hu-Li, J., Watson, C.J., Grinberg, 
A., Wang, Q., Killeen, N., Urban, J.F.,Jr, Guo, L., 
and Paul, W.E. (2004). Conditional deletion of 
Gata3 shows its essential function in T(H)1-T(H)2 
responses. Nat. Immunol. 5, 1157-1165.
Zhu, N., Ramirez, L.M., Lee, R.L., Magnuson, N.S., 
Bishop, G.A., and Gold, M.R. (2002). CD40 
signaling in B cells regulates the expression of 
the Pim-1 kinase via the NF-kappa B pathway. J. 
Immunol. 168, 744-754.
Zippo, A., De Robertis, A., Serafini, R., and Oliviero, 
S. (2007). PIM1-dependent phosphorylation of 
histone H3 at serine 10 is required for MYC-
dependent transcriptional activation and oncogenic 
transformation. Nat. Cell Biol. 9, 932-944.
